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1. Introduction 


In eukaryotic cells, DNA replication and mitosis are the two processes allowing cell division 
and generation of two identical daughter cells without loss or alterations of genetic 
information. These two crucial steps are separated by the G1 and G2 (the acronym for gap) 
phases that are essential for metabolic adaptation and checking genome integrity before 
DNA replication and mitosis. Progression of eukaryotic cells through the cell cycle is 
regulated by the sequential formation, activation, and subsequent inactivation of 
structurally related serine/threonine protein kinases, the Cyclin-Dependent Kinase or Cdks 
(Malumbres et al., 2009). Cdks become active upon binding to their regulatory and 
periodically expressed subunits, namely, the cyclins. Timing of activation of these 
complexes is determined by a variety of mechanisms including transcriptional regulation, 
formation of complexes between Cdks, cyclins and other regulatory partners such as Cdk 
inhibitors (Cdki). In addition, phosphorylation, subcellular localization and selective 
proteolysis regulate the catalytic activity of these complexes. The first Cdk to be identified, 
cdc2, was initially discovered as the protein kinase in complex with several cyclins 
controlling both G1/S and G2/M transitions of the cell cycle in the yeast 
Schyzosaccharomyces pombe (Nurse and Thuriaux, 1980). In contrast to the yeast in which cdc2 
is “the” master cell cycle regulator, in mammalian cells at least 20 Cdks, 5 Cdk-like protein 
kinases (Malumbres et al., 2009) and more than 30 cyclins have been identified that form 
multiple Cdk/cyclin complexes controlling the cell cycle progression (Malumbres and 
Barbacid, 2005) and regulating gene transcription and RNA processing (Loyer et al., 2005). 
Over the last two decades, it has become apparent that these multiple Cdk/cyclin complexes 
play specific roles in the regulation of a subset of events in the different phases of the cell 
cycle. A broadly accepted view of the mammalian cell cycle considers that cyclin D1-bound 
to either Cdk4 or Cdk6 controls progression in late G1 phase through phosphorylation of 
the retinoblastoma protein (Rb) allowing activation of the E2F transcription factors and 
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downstream transcriptional activation of genes involved in G1/S transition and S phase 
(Sherr, 1994). Cdk2 successively associates with cyclin E and A, completes the 
hyperphosphorylation of Rb, phosphorylates components of the DNA replication 
machinery and governs centrosome duplication at the G1/S transition and in S phase. 
Finally, activity of Cdk1 associated with both A- and B-type cyclins is required for entry and 
progression through M phase. In this model of mammalian cell cycle, Cdk2 and Cdk1 are 
thought to function independently at two distinct periods, respectively the G1 to S and G2 
to M transitions, without functional redundancy (Bashir and Pagano, 2005). 

This model of cell cycle control has first been challenged by the finding that some cancer 
cells proliferate despite Cdk2 inhibition (Tetsu and McCormick, 2003). Independently, the 
demonstration was brought that knock-out mice for Cdk2 as well as E-type cyclins are 
viable and that cell cycle of cultured Cdk2-/- mouse embryonic fibroblasts (MEFs) do not 
show major alterations besides a delayed commitment to S phase (Berthet et al., 2003; Ortega 
et al., 2003). These data indicated that Cdk2/cyclin E complexes are dispensable for 
commitment to S phase and/or that other Cdk(s) would compensate for the loss of Cdk2. In 
contrast, Cdk1-/- mouse embryo’s development is arrested at a very early stage and knock- 
down of Cdk1 expression by shRNA in synchronized Cdk2-/- MEFs strongly reduces S 
phase entry (Aleem et al., 2004) demonstrating that other Cdks cannot compensate for Cdk1 
ablation. A revisited model of cell cycle regulation in which Cdk1 would compensate for 
Cdk2 ablation by controlling the G1/S transition and initiation of DNA replication was 
proposed (Kaldis and Aleem, 2005). Consequently, several new questions have been raised: 
Does Cdk1 initiate the G1/S transition only in Cdk2-/- cells isolated from genetically 
modified mice or does Cdk1 generally act as the predominant Cdk in somatic cells? 
Alternatively, Cdk1 and Cdk2 may act in synergy or redundantly to promote both DNA 
replication and centrosome duplication during the G1/S transition. It has been proposed 
that the role of Cdk1 at the G1/S transition may have been overlooked in higher eukaryotic 
cells since Cdk2 activity appeared higher to that of CDK1 at the onset of DNA replication 
and because this Cdk1 activity was negligible compared to the peak of Cdk1 activity at the 
G2/M transition (Bashir and Pagano, 2005). Interestingly, it was also demonstrated that both 
Cdk1 and Cdk2 were required for efficient DNA replication in Xenopus egg extracts 
(Krasinska et al., 2008) suggesting that at least in some non genetically modified cell types, 
Cdk1 could contribute to S phase initiation and/or DNA replication. It is clear that Cdks 
play a pivotal role in orchestrating commitment to S phase and DNA replication but from 
the most recent publications studying the function of Cdk1 and Cdk2 throughout the cell 
cycle a large of body of data evidences qualitative and quantitative differences in expression 
of Cdk/cyclin complexes between mammalian cell types leading to the emerging picture of 
slightly distinct Cdk-dependent molecular mechanisms during G1 phase that all, however, 
trigger G1/S transition. 

In this review, we briefly discuss some general knowledge of the growth factor dependent 
entry into and progression through the cell cycle in mammalian cells and the differences 
observed in the Cdk and cyclin expression between cell types. However, the main goal of 
this chapter is to highlight the role of Cdk1 in the G1/S transition in differentiated adult 
hepatocyte. In normal liver, hepatocytes are quiescent differentiated cells that keep the 
ability to re-enter the cell cycle when liver tissue integrity is challenged. This model has 
been widely used to study the cell cycle. We will present the in vivo and in vitro models of 
normal proliferating hepatocytes and our data showing the involvement of Cdk1 in the 
G1/S transition in these cells. In addition, our recent data unveiling an unexpected link 
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between extracellular signals (cytokines, growth factors and extracellular matrix 
components) and the control of the G1/S transition via the induction of Cdk1 will be 
developed in this chapter. 


2. The cell cycle: a universal cell division process with a large diversity of 
cell signaling pathways controlling entry into and progression through G1 
phase in mammalian cells 


The molecular pathways controlling the progression throughout the cell cycle and both 
DNA replication and mitosis are remarkably conserved among eukaryotic cells (Araki, 
2011). Although mammalian cells show a higher degree of complexity, at least some of the 
molecular mechanisms remain conserved from yeast to humans. A good example of these 
conserved pathways through evolution is the protein kinase Cdk1: invalidation of Cdk1 also 
called CDC28 in budding yeast Saccharomyces cerevisiae using a thermo-sensitive mutant can 
be rescued (complementation) by its human homolog Cdk1 (Ninomiya-Tsuji et al., 1991). 
The most conserved aspects of the cell cycle are probably DNA replication and major check- 
points for DNA integrity and mitosis. In contrast with these conserved mechanisms, 
multicellular organisms developed during evolution specific pathways to control the 
transition from quiescence to DNA replication. In mammalian cells, specific combinations of 
extracellular signal stimuli for each cell type promote the exit from quiescence, progression 
throughout G1 phase and commitment to DNA replication. Proliferation stimuli are 
constituted by a vast panel of growth factors and cytokines activating downstream 
intracellular signalling pathways after binding to membrane receptors mainly through a 
cascade of phosphorylation and dephosphorylation events that ultimately triggers changes 
in gene expression in order to induce the proteins absolutely required for duplication of 
cellular components including DNA and the subsequent mitosis (Iyer et al., 1999). In this 
picture, there is a striking contrast between the diversity of proliferation stimuli and early 
steps of proliferation signalling pathways and, on the other side, the limited number of 
proteins that control G1/S transition and DNA replication. In another word, cell cycle entry 
begins with proteins differentially expressed among cell types, which activate the 
ubiquitous machinery of DNA replication present in all dividing cells. During their journey 
towards DNA replication and mitosis, cells initially quiescent or exiting mitosis will 
sequentially activate less and less specific protein complexes throughout the G1 phase to 
eventually fire the DNA replication machinery identical between cell types. A crucial 
question, which is currently actively investigated, is how so many distinct proliferation 
stimuli and signalling pathways can lead to the activation of a limited number of proteins 
controlling commitment to and progression through DNA replication. To address this 
question, we will come back on the basis of progression throughout the G1 phase of the cell 
cycle and how the overall proliferation signalling pathway “narrows down” to activate the 
DNA replication at the G1/S transition. 


2.1 The G1 phase and the mitogen dependent cell cycle progression 

Most studies regarding cell cycle are conducted using synchronized cell models in which 
cells progress synchronously through the different phases of the cell cycle in order to 
analyze expression and activation of regulators at each step of the cell cycle. Yeasts and 
ovocytes from amphibians, especially Xenopus, and marine organisms such as star fish and 
sea urchin have provided cell models that proliferate spontaneously in a highly 
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synchronized manner to investigate cell cycle regulation. In addition, the genesis of thermo- 
sensitive yeast mutants for the cell cycle progression constituted an extremely powerful 
technical approach to isolate genes playing crucial roles in the cell cycle regulation. From the 
mid 70’s to the late 80's, the burst of data obtained in these eukaryotic cells lead to the 
identification of major cell cycle regulators including the cyclins (Sherr, 1995) and their 
catalytic subunit partners the Cdks (Malumbres et al., 2009). Mammalian homologs of these 
cell cycle regulators were subsequently isolated and by the mid-90’s a network of 
Cdk/cyclin complexes emerged. Pioneers in this field of investigation, Drs L. Hartwell, P. 
Nurse and T. Hunt who deciphered the cell cycle regulation in yeast and ovocytes were 
awarded with the 2001 Nobel Prize of medicine not only for the identification of new 
pathways regulating cell division (Nurse, 2002) but also for opening a complete new field in 
cancer research since many of these cell cycle regulators are altered during oncogenesis 
and/or are potential therapeutic targets for cancer treatments (Knockaert et al., 2002). 

In mammals, synchronized cell proliferation in vivo is restricted to very few cell types 
among which proliferation of hepatocytes during liver regeneration following partial 
hepatectomy has probably been the most used model. Sections 2 and 3 in this chapter will 
focus on the major findings reported by our groups and others regarding regulation of the 
G1/S transition in hepatocytes. In vivo, cell renewal is mainly achieved through the 
proliferation of adult stem and progenitor cells that proliferate actively although these cells 
can probably arrest in GO before additional rounds of division or entering a program of 
differentiation. Because stem/progenitor cells are rare cells and cannot be easily purified, 
there are few data regarding cell cycle regulation in these cell types. There are, however, 
adult differentiated cell types that remain arrested in GO, which can re-enter the cell cycle 
for several rounds of division upon appropriate proliferation stimuli including lymphocytes 
(Ajchenbaum et al., 1993), monocytes (Tushinski and Stanley, 1985) and fibroblasts (Iyer et 
al., 1999) which can be isolated relatively easily from blood or skin, respectively, plated in 
culture and used for cell cycle studies. Although these cell types are suitable models for 
conducting cell cycle studies there have been a limited number of publications reporting cell 
cycle data using lymphocytes and monocytes mainly because these primary cells need to be 
renewed for each experiment. The most widely used cell models in the field of cell cycle 
regulation are the immortalized or transformed cell lines artificially synchronized by drug 
treatments arresting the cells in G1/S or G2/M transitions and the primary fibroblasts 
arrested by serum starvation in a GO-like state (Figure 1). Although the scoop of this chapter 
is to focus on the progression in late G1 and the G1/S transition, it is important to point out 
that the comparison between these in vitro models of GO-like or early G1 arrest and in vivo 
GO arrested cells were poorly documented for many years. However, recent reports 
evidenced differences between “arrested” cells in various conditions (Coller et al., 2006; 
Sang et al., 2008). For instance, the serum starvation of fibroblasts plated at low density 
obviously provides an experimental condition completely different from GO-arrested cells in 
vivo, which stop dividing for other reasons than the lack of growth factors or nutrients. 
Nevertheless, these in vitro synchronized mammalian cells provided powerful models to 
investigate cell cycle in mammalian cells and allowed to collect crucial data on the 
progression from early G1 to the commitment to DNA synthesis. 

In the mid-70’s, the in vitro synchronized mammalian cells allowed to define the concept of 
“restriction point” during the G1 phase (Pardee, 1974). A major feature of the G1 phase is 
that cells need a mitogenic stimulation to enter into and progress through G1 phase until 
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Fig. 1. Flow cytometry analysi of the DNA content in human foreskin fibroblasts plated at 
low cell density and synchronized by serum starvation. Cells were arrested in G0-like stage 
by serum starvation for 3 days and cell cycle was re-induced by adding back serum to 
culture medium. A time-course analysis of the DNA content was performed using 
propidium iodide staining by flow cytometry. Over 95% of arrested cells (0) in G0-like and 
cells progressing in G1 phase (from 4 to 20 hours after stimulation) showed a “2C” DNA 
content. At 24 hours, the number of cells with “2C” decreases as initiation of DNA 
replication begins (2C< cells<4C). At 24 hours, the peak of replications takes place and the 
percentage of cells reaching G2/M increases (cells with “4C” DNA content; mitosis : 
arrows). By 34 hours, cell cycle has been completed and cells initiate a new cell cycle by re- 
entering G1 phase. 


they reach the so-called “mitogen dependent restriction point” in late G1 beyond which 
completion of the cell cycle becomes independent from extracellular stimuli. A. Pardee and 
co-workers evidenced this restriction point by using serum-starved fibroblasts stimulated to 
re-enter the cell cycle by adding back the serum (Pardee, 1974). They were able to show that 
a minimal period of stimulation was required to reach the late G1 and that, beyond this 
point, the cell cycle would be completed even after removing growth factors. This restriction 
point is very similar to the Start point in yeast that controls the commitment to S phase 
(Reed, 1992). Data from this group and others showed that the G1 phase is the longest phase 
of the cell cycle in all mammalian cells but the timing varies considerably between cell types. 
It is essential to distinguish the G1 progression between cells that proliferate actively and 
enter G1 after completion of mitosis and cells re-entering the cell cycle after a prolonged 
quiescence or GO. It is now well established that the transition from G0 to G1 is 
characterized by a profound modification of the expressed gene profile (Iyer et al., 1999) 
required for metabolic adaptation to cell proliferation and resulting in a longer period of 
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time for the cells to initiate progression in late G1 compared to the cells exiting mitosis. 
Following the discovery of the mitogen-dependent restriction point, it was demonstrated 
that progression through the G1 phase can be divided in several periods. Using purified 
priming and growth factors to stimulate progression of fibroblasts arrested in GO-like state 
by serum starvation, it was reported that progression of fibroblasts throughout G1 could be 
divided in 4 periods: competence, entry, progression and assembly (Figure 2). Stimulation of 
starved fibroblasts by PDGF is able to promote progression in early G1 in arrested cells until 
the restriction point C (competence) but fails to allow progression in mid and late G1 (Cross 
et al., 1989; Denhardt et al., 1986; Pledger et al., 1977; Pledger et al., 1978). This period in 
early G1 was named competence. Following stimulation by PDGF, further progression in 
late G1 and S phase is achieved by stimulation with EGF or insulin (Leof et al., 1983; Yang 
and Pardee, 1986). However, in absence of essential amino acids cells arrest in mid-G1 at a 
restriction point named “V”. The progression between points “C” and “V “defines the 
period called entry (Pardee, 1986) while the progression between point “V” and the 
mitogen-dependent restriction point (point “R”) was called progression. Finally, the period 
beyond the mitogen-dependent restriction point and before the burst of DNA synthesis was 
named assembly (Pardee, 1989). 


G0 
Competence 
l y G1/S 
e Entry Progression . Assembly E 
M G1 S 


Fig. 2. Progression through the G1 phase is divided in several sub-phases. Photographs 
illustrate detection of cells in G2/M, G1 and S Phase : the cells in G2/M and G1 were stained 
with DAPI (DNA) and immuno-fluorescence detecting y-tubulin while in S phase cells were 
incubated with BrdU to evidence DNA replication by indirect immunofluorescence. Four 
steps were identified during the G1 phase of the cell cycle: competence, entry, progression 
and assembly. Note that the convergence of molecular pathways in early G1 for cells 
entering G1 after completion of mitosis or re-entry in the cell cycle following stimulation by 
growth factors remains to be fully characterized in mammalian cells. 


Similar studies were performed in other cell models such as mononuclear blood cells 
(Tushinski and Stanley, 1985) or hepatocytes (Loyer et al., 1996) leading to the same 
conclusion that G1 phase could be divided in sub-phases corresponding to major steps in 
the metabolic adaptation required for cells to initiate DNA replication and mitosis. From 
these data, soluble factors such as the PDGF that promote in early G1 were called priming 
factors while hormones and cytokines stimulating progression in late G1 and the G1/S 
transition were considered as mitogens or growth factors. 
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Following binding to their receptors on plasma membrane, priming and growth factors 
activate multiple phosphorylation events involving multiple protein kinases especially the 
MAPKinase pathways (Ruderman, 1993; Ussar and Voss, 2004). There are multiple cross- 
talks between these pathways but they ultimately control activation of transcription factors 
that sequentially trigger induction of cell cycle regulators such as the cyclins and Cdks 
(Talarmin et al., 1999). Cdks are nuclear effectors that play a pivotal role in orchestrating 
DNA replication, DNA repair, mitosis and centrosome duplication (Harrison et al., ; Muller 
et al., 2001; Ren et al., 2002). Because of the limited number of Cdk/cyclin complexes 
expressed in most mammalian cells in late G1 and at the G1/S transition, it was widely 
accepted until very recently that stimulation by growth factors triggered induction of D- and 
E--type cyclins in late G1, which associate with Cdk4/6 and Cdk2, respectively, to control 
entry into S phase. In this view of the cell cycle, by the time cells have reached late G1, the 
large diversity of growth factors and signaling pathways observed in early G1 is gone to 
leave the cells with ~four to six Cdk/cyclin complexes to regulate the entry into S phase. 
This view of the cell cycle has been partially revisited after the demonstration that Cdk2 
knock-out mice were viable (Satyanarayana and Kaldis, 2009b; Sherr, 1994; Sherr and 
Roberts, 2004) and by the re-interpretation of data showing differences in the expression of 
Cdks and cyclins during G1 in different eukaryotic cells (Furukawa et al., 1990 ; Loyer et al., 
1994). In the light of these recent data, it is tempting to ask the question whether additional 
combinations of Cdk/cyclin complexes can control the G1/S transition and progression in S 
phase and how such a diversity of complexes can activate the DNA replication machinery 
and centrosome duplication. 


2.2 Expression and roles of Cyclin dependent kinases and cyclins during the G1 
phase 

Entry into and progression through the G1 phase of the cell cycle and the G1/S transition is 
associated with a sequential activation of Cdk/cyclin complexes upon the stimulation by 
priming and growth factors. The catalytic activities of these Cdk/cyclin complexes through 
the phosphorylation of “specific” protein substrates control the progression in G1 and 
commitment to DNA replication (Sherr, 1993), the chromosomal DNA replication (Araki, 
2011) and centrosome duplication (Harrison et al., 2011). The identification of these 
substrates over the last 15 years has unveiled the crucial molecular mechanisms regulating 
the progression through G1 phase that need to be “unlocked” for the cell to proceed in S 
phase. In this section, we will briefly present the Cdk/cyclin complexes induced and 
activated during G1 phases and their phosphorylation substrates. Then, we will discuss how 
the differences in expression and/or activation of Cdk/cyclin complexes observed among 
mammalian cells may be compatible with the phosphorylation of the proteins controlling 
the initiation of DNA replication and centrosome duplication. 


2.2.1 Sequential activation of Cdk/cyclin complexes during the cell cycle 

For many years, the G0/G1 transition and progression in early G1 phase was thought to be 
associated with the induction of immediate-early and immediate delayed genes in a 
Cdk/cyclin independent manner. Following stimulation by priming factors a large set of 
immediate early genes is induced at a transcriptional level by pre-existing latent 
transcription factors such as NF-«B (FitzGerald et al., 1995). More recently Ren and Rollins 
made, however, a strong case that Cdk3/cyclin C complex could regulate the G0/G1 
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transition in human glioblastoma T98G cells (Ren and Rollins, 2004). The phosphorylation 
status of pocket protein family members including the retinoblastoma protein (pRb) and 
p130 changes throughout the cell cycle (DeCaprio et al., 1992). While cells leave quiescence 
to enter G1 this phosphorylation level varies and inactivation of pRb is sufficient to induce 
G0/G1 transition in quiescent cells (Canhoto et al., 2000). Based on these observations, Ren 
and Rollins postulated that hypophosphorylated or unphosphorylated pRb present in G0- 
arrested cells may be phosphorylated by Cdk/cyclin complexes to promote entry into G1 
phase. They identified the Cdk3/cyclin C complex mediating pRb phosphorylation during 
G0/G1 transition (Ren and Rollins, 2004). Interestingly, cyclin C associated with Cdk8 
(Tassan et al., 1995) plays a completely different role in transcriptional regulation through 
the phosphorylation of the C-terminal domain (CTD) of RNA polymerase II (Leclerc et al., 
1996; Loyer et al., 2005; Rickert et al., 1999). This report associated for the first time a 
Cdk/cyclin complex with the G0/G1 transition (Figure 3). 

This conclusion has not been generalized to a large panel of mammalian cell types in the 
past years. Indeed, many cells lack functional Cdk3 or express so little amounts that no 
conclusive data on the ubiquitous role of Cdk3/cyclin C complex at the G0/G1 boundary 
could be drawn. It was recently reported that in NIH3T3 cells, the absence of Cdk3 could be 
compensated by Cdk2 that interacts with cyclin C in early G1 (Hansen et al., 2009; Saxena et 
al., 2009). In this work, the authors did not investigate the phosphorylation of pRb by the 
Cdk2/cyclin C complex but rather showed that the transcription factor LSF (late simian 
virus 40 factor) (Kim et al., 1987) is phosphorylated by Cdk2 associated with cyclins C or E 
as well as Cdk3/cyclin C predominantly on serine 309. Phosphorylation of LSF on serine 291 
by the MEK/extracellular signal-regulated kinase (ERK) signaling pathway upon 
stimulation by growth factors (Pagon et al., 2003; Ruderman, 1993; Volker et al., 1997) in 
mid-late G1 phase is essential for the G1/S transition since phospho(S291)-LSF controls the 
transcriptional activation of the thymidylate synthase (Tyms) (Powell et al., 2000). In 
contrast, phosphorylation of LSF on serine 309 in cells expressing Cdk3 inhibits LSF 
transactivation suggesting the required LSF shut-down in early G1 and its reactivation in 
late G1 mediated by Cdk/cyclin complex(es) and ERK, respectively (Hansen et al., 2009). 
This work appears important because it suggests functional redundancy of Cdk/cyclin 
complexes in early G1 and identifies LSF as the second known phosphorylation substrates 
of Cdk/cyclin complexes, in addition to pRb, during progression from quiescence to early 
G1 phase. There are too few reports describing the signaling pathways regulating the entry 
into G1 and early progression to draw the final conclusion that Cdk/cyclin complexes are 
crucial at this stage of the cell cycle but we can expect to learn more the molecular 
mechanisms regulating exit to quiescence in coming years. 

In contrast, signaling pathways essential for the subsequent progression in late G1 are well 
documented and clearly involve the Cdk/cyclin complexes (Satyanarayana and Kaldis, 
2009b). The transition from mid to late G1 phase is regulated by successive phosphorylation 
events of members of the pocket protein family including the retinoblastoma protein (pRb), 
p107, and p130 (DeCaprio et al., 1992). Cdk/cyclin complexes are responsible for the 
changes in pocket proteins phosphorylation status (Kato et al., 1993; Sherr, 1995). In mid-G1, 
the hypophosphorylated pRb binds to the transcription factor E2F family members thereby 
preventing active transcription of E2F-regulated genes. The negative regulation of E2F 
transcription factors mediated by pRb occurs through a conformation structure that 
prevents E2F’s transactivation domain to be active and probably also by recruiting 
chromatin-modifying enzymes repressing transcription (Trimarchi and Lees, 2002). Upon 


www.intechopen.com 


Regulation of the G1/S Transition in Adult Liver: Expression and Activation 
of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled ... 519 


stimulation by growth factors, D-type cyclins are up-regulated (Matsushime et al., 1991) and 
associate with Cdk4 and/or Cdk6 to form active complexes (Matsushime et al., 1992; 
Matsushime et al., 1994) that partially phosphorylate pRb and/or actively phosphorylate a 
fraction of pRb (Kato et al., 1993). In late G1, formation of Cdk2/cyclin E complex triggers 
additional phosphorylation of pRb to generate the hyperphosphorylated form of pRb 
(Figure 3) that looses the ability to negatively regulate the transactivation domain of E2F’s 
factors (Lundberg and Weinberg, 1998). Consequently, the release of E2F proteins promote 
transcription of a large set of genes required for the progression in late G1 including Cdk2 
and cyclin E (Fan and Bertino, 1997; Geng et al., 1996), S phase entry (DeGregori et al., 1995; 
Kowalik et al., 1995; Ren et al., 2002) and centrosome duplication (Harrison et al., 2011). In 
parallel, Cdk2 phosphorylates the Nuclear protein Ataxia-Telangiectasia implicated in the 
transcription of histones (Zhao et al., 2000) and the nucleophosmin/B23 regulating 
centrosome duplication (Okuda et al., 2000). At this stage of the cell cycle progression cells 
have committed to DNA replication and removal of growth factors (in culture cell systems) 
will not affect either the burst of DNA replication or the mitotic rate. Thus, turning on the 
E2F-dependent transcription coincides with the progression beyond the mitogen-dependent 
restriction point identified by Pardee and co-workers (Pardee, 1989) before the discovery of 
Cdk/cyclin complexes. 

In eukaryotic cells, chromosomal DNA replication is ensured through periodic and tightly 
controlled assembly and disassembly of pre-replication complexes (pre-RC) loaded on DNA 
replication origins (Diffley, 2004; Fujita, 2006). In mid-late G1, the Origin Recognition 
Complex (ORC) containing several subunits associated to the proteins CDC6 and Cdt1 is 
responsible for loading a replicative helicase and the mini-chromosome maintenance 
(MCM) 2-7 subunits to form the pre-RC (Fujita, 2006). Interestingly, loading of the pre-RC 
components occurs in a low Cdk activity period (Wheeler et al., 2008) while at the onset of 
DNA synthesis the increasing Cdk-dependent kinase activities trigger the MCM complex to 
initiate replication and the degradation of Cdt1 to prevent reassembly of additional pre-RC 
(Katsuno et al., 2009; Lei and Tye, 2001; Thomson et al.). Recent data from our laboratory 
demonstrated that in quiescent hepatocytes, MCM7 is not expressed but its expression 
becomes detectable immediately after the mitogenic stimulation in mid-G1, almost 
concomitantly with the induction of cyclin D1 (Garnier et al., 2009) and prior the high Cdk- 
dependent kinase activity taking place in late G1 and early S phase. The induction of MCM7 
and the formation of the pre-RC thus occur in a very narrow period of time since in S phase, 
ORCI and Cdt1 are degraded through several mechanisms including the phosphorylation 
by Cdks and downstream ubiquitination by SCFSkp2 ubiquitin Ligase (Fujita, 2006; Fujita et 
al., 2002). These well documented mechanisms clearly point out the crucial role of 
Cdk/cyclin complexes in the regulation of pre-RC formation. Similarly, pre-RC are 
activated by phosphorylations involving the protein kinase Cdc7 and the Cdk2/cyclin E 
complex that trigger the recruitment of Cdc45 (Woo and Poon, 2003) a crucial docking factor 
for DNA helicase and polymerases. During S phase, the heterodimer Cdk2/cyclin A also 
contributes to DNA replication (Cardoso et al., 1993; Rosenblatt et al., 1992; Zindy et al., 
1992) by phosphorylating components of the replication machinery including the 
Proliferating Cell Nuclear Antigen (PCNA) and DNA polymerases. The activity of Cdk2 is 
thus tightly associated with the entry into and progression through S phase (Figure 3). 
Following mitosis, daughter cells receive a single centrosome, which, like DNA, must 
duplicate prior mitosis. In early S phase, centriole duplication begins and by the late G2, two 
mature centrosomes have been generated to ensure proper chromosome segregation 
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(Harrison et al., 2011). Duplication of centrioles is in part regulated through the G1 phase 
Cdk/cyclin-dependent pRb pathway (Adon et al., 2010) and there is a large body of 
evidences for the Cdk2/cyclin E involvement in the activation by phosphorylation of crucial 
regulators of centriole duplication (Harrison et al., 2011). 

The activity of Cdk1 associated with both A- and B-type cyclins is required for entry and 
progression through M phase in all eukaryotic cells (Doree and Hunt, 2002). The activity of 
the Cdk1/cyclin B complex, which was the first cyclin-dependent kinase activity detected in 
sea urchin and in Xenopus (Arion et al., 1988; Gautier et al., 1988), rapidly appeared to be a 
master regulator of the G2/M transition in all eukaryotic cells (Doree and Hunt, 2002) 
including in humans cells (Draetta and Beach, 1988). Recently, the Cdk11P58 protein kinase 
was also shown to be essential for mitosis (Hu et al., 2007; Petretti et al., 2006). In humans, 
the Cell division control 2 Like genes Cdc2L1 and Cdc2L2 encode two related protein kinases, 
denoted Cdk11B and A, respectively, which are expressed as two predominant protein 
isoforms designated by their apparent molecular weight of 110 and 58kDa for the 
Cdk11p110A/B and Cdk11P584/8 isoforms, respectively (Trembley et al., 2004). The CDK11P"° and 
CDK11P58 isoforms are produced from the same mRNAs through the use of an internal 
ribosome entry site (IRES) and two different AUG codons located in the coding sequence of 
the CDK11P™A and B mRNAs. The CDK11P"0 isoform thus contains the entire sequence of 
CDK11P°8, which includes the catalytic domain (Loyer et al., 2005). CDK11p110 protein is a 
nuclear protein present in two macromolecular complexes involved in the regulation of 
transcription and pre-RNA splicing. Expression of the large CDK11P!° isoform is ubiquitous 
and constant throughout the cell cycle while CDK11P58 expression is maximal during G2 and 
M phases of the cell cycle (Loyer et al., 2011; Loyer et al., 2008; Trembley et al., 2002). CDK11P58 
is essential during mitosis for centrosome maturation and mitotic spindle formation, sister 
chromatid cohesion and cytokinesis (Hu et al., 2007; Petretti et al., 2006). Very recently, Franck 
& al., (Franck et al., 2011) showed that CDK11P°8 is required for centriole duplication and that 
it could regulate centriole components such as the protein kinase Plk4 that mediates 
phosphorylation required for centriole duplication during the subsequent interphase. These 
data suggest that CDK11p58-dependent kinase activity during mitosis would regulate mitotic 
events per se and downstream molecular pathways during the centriole duplication in S and 
G2 phases. The cyclin L’s, encoded by the CCNL1 and CCNL2 genes, are the regulatory 
partners of CDK11P"9 and CDK11P58_ (Loyer et al., 2008) although it was not reported that 
CDK11r58 was associated to cyclin L’s for its mitotic role. Nevertheless, CDK11P8 probably 
associated with L-type cyclins plays a pivotal role during mitosis (Figure 3). 

Together, these data collected over more than 25 years have demonstrated that the 
sequential activation of Cdk/cyclin complexes is a hallmark of the cell cycle regulation. 


2.2.2 Are Cdk/cyclin complexes functionally redundant to phosphorylate the 

retinoblastoma protein and components of the DNA replication machinery? 

Because the kinase activities of Cdk2 and Cdk1 were mainly detected in G1/S and G2/M 
transitions respectively, they were thought to function independently at these two distinct 
periods without functional redundancy (Bashir and Pagano, 2005; Woo and Poon, 2003). 
This conclusion was reinforced by the experimental inactivation of Cdkl and Cdk2 in 
human cell lines: enforced expression of kinase dead Cdk2 caused a G1 arrest while 
expression of kinase dead Cdk1 result in a G2/M arrest (van den Heuvel and Harlow, 1993). 
Similarly, cells expressing temperature-sensitive Cdk1 mutant arrest in G2 at the restrictive 
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Fig. 3. Sequential activation of Cdk/cyclin complexes throughout the cell cycle. 


temperature (Th'ng et al., 1990; Yasuda et al., 1991). This model of cell cycle control has first 
been challenged by the finding that some cancer cells proliferate despite Cdk2 inhibition 
(Tetsu and McCormick, 2003). Independently, the demonstration was brought that knock- 
out mice for Cdk2 as well as for E-type Cyclins are viable and that the cell cycle of cultured 
Cdk2-/- mouse embryonic fibroblasts (MEFs) did not show major alterations (Berthet et al., 
2003; Ortega et al., 2003; Sherr and Roberts, 2004). In addition, in the hippocampus of Cdk2- 
/- mouse, the proliferation of granule neurons of the dentate gyrus that undergo continuous 
renewal throughout life, is not altered (Vandenbosch et al., 2007). Similarly, hematopoiesis is 
not affected in Cdk2 knockout mice (Berthet et al., 2007). These data indicated that 
Cdk2/Cyclin E complexes were dispensable for commitment to S phase and that other 
Cdk(s) could compensate for the loss of Cdk2. Along the same line, a Cdk1-dependent 
compensatory mechanism regulating S phase initiation and progression was also 
demonstrated in DT40 chicken cells lacking Cdk2 (Hochegger et al., 2007). Together, these 
data have led authors to propose a revised model of the cell cycle control in which Cdk1 
compensates for Cdk2 ablation by controlling the Gj/S transition, initiation of DNA 
replication and centrosome duplication (Bashir and Pagano, 2005; Kaldis and Aleem, 2005). 
Interestingly, it was recently demonstrated that both Cdk1 and Cdk2 were required for 
efficient DNA replication in Xenopus egg extracts (Krasinska et al., 2008) suggesting that, at 
least in some non-genetically modified cell types, Cdk1 could contribute to S phase initiation 
and/or DNA replication. In mammalian cells, the involvement of Cdk1 in S phase may have 
been underestimated mainly because the low levels of active Cdk1 compared to the high 
levels of Cdk2 during DNA replication suggested that Cdk2 was predominant over Cdk1 at 
this step of the cell cycle (Bashir and Pagano, 2005). In this emerging picture of the cell cycle 
regulation, these new data probably did not profoundly affect the roles that were initially 
attributed to the different Cdk/cyclin complexes but rather introduce the notion of 
redundancy and flexibility (Li et al., 2009b; Satyanarayana and Kaldis, 2009b). 
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Cdk/cyclin complexes are, at least in part, functionally redundant. Thus, interfering with 
the activity of one Cdk/cyclin complex does not systematically lead to cell cycle arrest and 
cell death. This hypothesis was verified by further investigating single and combined 
alterations in mice of Cdk4/6-Cyclin D, Cdk2-Cyclin E, p27Kip! and Rb (Li et al., 2009a; 
Malumbres et al., 2004; Satyanarayana and Kaldis, 2009b). These deletions did not affect 
early embryogenesis demonstrating multiple compensatory mechanisms and overlapping 
roles of these genes. Moreover, analysis of the cell cycle in MEFs derived from these knock- 
out mice evidenced compensatory mechanism between positive and negative regulators at 
the G,/S transition and highlighted a complex network regulating the expression and 
activation of these cell cycle regulators in the progression from G; to S phase (Malumbres et 
al., 2009; Satyanarayana and Kaldis, 2009b). This important conclusion needs, however, to 
be softened since Cdk2 knockout mice exhibit altered self-renewal of neural progenitors in 
the adult subventricular zone of the brain (Jablonska et al., 2007). In this study, the authors 
showed that Cdk4 was able to compensate for the loss of Cdk2 during embryogenesis and 
during 2 weeks post-natal resulting in pRb inactivation. This compensatory pathway 
declines after a month leading to decreased self-renewal capacity and enhanced 
differentiation of neural progenitors. These data demonstrated that compensatory 
mechanisms for Cdk2 loss through the activation of other Cdk family members do not 
systematically occur in all cell types (Berthet and Kaldis, 2007). These molecular pathways 
can be silenced in some specific cell types depending upon the differentiation context. 

The notion of redundancy between Cdks needs to be also modulated by the demonstration 
that knocking down certain Cdks in mouse is lethal for the embryos. For instance, Cdk1-/- 
mouse embryo’s development is arrested at a very early stage (Santamaria et al., 2007) and 
knock-down of Cdk1 expression by shRNA in synchronized Cdk2-/- MEFs strongly reduced 
S phase entry (Aleem et al., 2005). Similarly, the Cdk11p58 is essential for mitosis (Hu et al., 
2007; Petretti et al., 2006) and the conventional knock-out of the Cdk11 gene in mouse is 
lethal as early as the blastocyst stage (Li et al., 2004) demonstrating that some Cdks have 
specific and essential functions that cannot be rescued by other Cdk family members. 
Nevertheless, in the experimental situations of genetic alterations of Gl-associated Cdks and 
cyclins, Cdk1 is sufficient to drive the cell cycle in most cell types (Santamaria et al., 2007) 
illustrating the functional compensations among the Cdks. This conclusion based on models of 
genetic Cdk gene alterations and/or substitutions is also important to re-analyze some data 
that evidenced different patterns of cdk and cyclin expression in mammalian cells in absence 
of engineered genetic modifications. Indeed, both Cdk4 and Cdk6 can associate to Cyclins D1, 
D2 and D3 to form active complexes phosphorylating pRb (Bates et al., 1994; Kato and Sherr, 
1993; Matsushime et al., 1994). However, these six complexes are rarely found expressed in a 
single cell type and are rather expressed differentially in normal or transformed cells (Alhejaily 
et al., 2011; Fiaschi-Taesch et al., 2010). In addition, while in cells actively proliferating Cdk1 is 
expressed constantly throughout the cell cycle, in cells proliferating after a cell cycle arrest in 
G0, such as lymphocytes and hepatocytes, Cdk1 is barely detectable in G1 but appears at the 
G1/S transition (Furukawa et al., 1990; Loyer et al., 1994). In fibroblast arrested in GO-like state 
by serum starvation, cdk1 appears only after the G1/S transition (Garnier et al., 2009) while in 
cells arrested in late G1 by a double thymidine block, Cdk1 is detected through the cell cycle 
with modest quantitative variations (Dulic et al., 1992). 

The diversity of Cdk expression in G1 phase among mammalian cells may be explained in 
part by the fact that, in some experimental models, cells initiate the cell cycle from the 
quiescence in GO while in others, cells enter G1 immediately after completion of mitosis 
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without a cell cycle arrest in GO. However, these distinct patterns of expression of the Cdks 
especially during G1 phase may reflect a diversity of Cdk/cyclin-mediated pathways to 
promote the G1/S transition in absence of compensatory mechanisms generated by Cdk or 
cyclin gene invalidation. The diversity of Cdk/cyclin complexes expressed in G1 also raises 
the question of the phosphorylation events mediated by Cdks during interphase. Assuming 
that the phosphorylation of “specific” substrate proteins by Cdk/cyclin complexes during 
G1 and S phases such as pRb, LSF, pre-RC and DNA machinery components, is absolutely 
required for the cell cycle progression, the different combinations of Cdk and cyclin 
complexes expressed in interphase must all be capable of phosphorylating these substrates 
in order to promote cell cycle progression. To the best of our knowledge, detailed studies of 
all Cdk phosphorylation activities towards a large panel of candidate substrates have not 
been performed, however, several reports indicated that Cdk1 either associated to D- or A- 
type cyclins (Joshi et al., 2009; Santamaria et al., 2007) can indeed phsophorylate pRb and, 
thus, can compensate for the lack of Cdk4 or Cdk6 associated with G1 cyclins. 

Recently, our view of the cell cycle regulation has significantly advanced towards a more 
complex and diversified picture. While in G2/M transition Cdk1/cyclin B complex remains 
a master regulator of the entry into mitosis, during G1 and in G1/S transition, differential 
expression of Cdk4, Cdk6 or Cdk2 and C- or D-type cyclins in various cell types obviously 
allows multiple options of Cdk/cyclin heterodimers that are capable of promoting S phase 
entry (Satyanarayana and Kaldis, 2009b). Even more surprising was the observation that 
genetic alterations of these G1/S regulator genes induce the recruitment of Cdk1 to promote 
S phase. Earlier in this chapter, we pointed out the striking contrast between the large 
diversity of mitogenic factors and proliferation signaling pathways opposed to the limited 
number of Cdk/cyclin complexes regulating the commitment to S phase. In the light of the 
recent findings on the diversity Cdk/cyclin complexes expressed at the G1/S transition in 
mammalian cells and their functional redundancy this opposition is no longer so evident. In 
contrast, the diversity of Cdk/cyclin complexes controlling the G1/S transition has emerged 
leading to the hypothesis that highly similar molecular pathways regulating cell cycle 
among mammalian cells only occur after the commitment to S phase. 


3. Activation and involvement of Cdk1 during S phase in proliferating 
hepatocytes: synergy and redundancy between the protein kinases Cdk1 and 
Cdk2 


The unique capacity of the liver to regenerate after tissue injury or resection has always 
fascinated biologists and makes the liver a unique model for studying mammalian adult 
organ regeneration. Centuries ago, the ancient Greeks recognized the liver regeneration 
potential in the myth of Prometheus (Fausto et al., 2006; Michalopoulos and DeFrances, 
2005). The first “scientific” demonstration that the liver can restore its initial liver mass and 
its functional status within few days by a compensatory growth process was provided by 
using the experimental model of 2/3 hepatectomy in rats developed by Higgins and 
Anderson in 1931 (Fausto et al., 2006). 


3.1 The rapid proliferating of differentiated hepatocytes allows the liver regeneration 
In contrast to other regenerating tissue, the peculiar feature of the liver regeneration process 
is to involve massive proliferation of differentiated cells (Figure 4) in the remnant intact 
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tissue. Hepatic progenitor cells are recruited only when intoxication alters the proliferation 
of mature cells for instance following administration of drugs targeting hepatocytes such as 
retrosine (Avril et al., 2004; Laconi et al., 1999). 

After 2/3 hepatectomy, liver regeneration begins with a first synchronous wave of 
hepatocyte proliferation, followed by sequential proliferation waves of biliary, kupffer and 
endothelial cells (Fausto et al., 2006; Michalopoulos and DeFrances, 2005). Importantly, 
proliferation of mature hepatocyte occurs within the parenchyma in the vicinity of the portal 
triads and proceeds to the pericentral area close to the centolobular veins (Rabes et al., 1976) 
(Figure 4). Since the cell renewal is very low in the normal liver, the unique ability of 
differentiated cells to exit from quiescence after a tissue loss has aroused numerous studies 
to identify exogenous factors triggering the liver regeneration and regulators of hepatocyte 
cell cycle progression. Therefore, in vivo and in vitro models have been extensively studied 
for step by step identifications of the extracellular stimuli inducing cell cycle of mature 
hepatocytes and downstream signaling pathways. These models have also been used to 
investigate expression and activation of cdk/cyclin complexes throughout cell cycle 
progression (Fausto et al., 2006; Michalopoulos and DeFrances, 2005). 
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Fig. 4. Sections of mouse liver evidencing detection of DNA replication and G2 phase. Mice 
were hepatectomized, injected at 46 hours post-hepatectomy with BrdU and killed 2 hours 
later (at 48h). Livers were fixed for histological studies and detection of BrdU to visualize 
hepatocytes replicating DNA or phospho-histone H3 to detect cells in G2 and M phases.. A, 
this low magnification picture shows the detection of BrdU positive cells replicating DNA. It 
illustrates that replicating hepatocytes are initially localized in the vicinity of the portal vein 
while around centrolobular veins (CV) only few hepatocytes replicate DNA at 48h. B, a 
higher magnification picture shows nuclei of hepatocytes reaching G2 phase (detection of 
phosphor-histone H3 positive cells with punctuated nuclear signal : G2) and mitosis (M). 


Using in vivo models, Molten and Bucher have shown that circulating growth factors present 
in the serum of hepatectomized rats induce hepatocyte replication in parabiosed non 
hepatectomized animals (Moolten and Bucher, 1967). Then using primary culture of rat 
hepatocytes, HGF, TGFa, and EGF have been identified as potent hepatocyte growth factors. 
However, the injection in rat of these growth factors does not induce massive hepatocyte 
DNA replication suggesting that normal hepatocytes in vivo are not able to respond to 
mitogenic signal without priming events allowing hepatocytes to become “sensitive” to 
growth factors. From different works, evidence was provided that the pro-inflammatory 
cytokines TNFa and IL-6 are the early stimulus during the liver regeneration allowing the 
exit of hepatocytes from quiescence (Cressman et al., 1996; Webber et al., 1998). Rapid 
induction of urokinase activity and urokinase receptor expression appeared within 5 min 
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followed within 30 min by a rapid activation of NFkB and STAT3. These transcription 
factors participate to the induction of a subset of genes called “immediate early genes” 
including c-fos and c-Jun leading to an increase in AP1 activity. 

These events are followed by high levels of HGF in plasma around two hours after PH. This 
initiation phase controlled by pro-inflammatory cytokines thus results in the G0/G1 
transition and early G1 progression allowing hepatocytes to become sensitive to growth 
factors and competent for commitment to DNA replication. Therefore, the complex 
regenerating process is now divided in three distinct phases: the initiation, proliferation and 
termination steps. In rat and, to a lesser extend, in mouse the first wave of hepatocyte 
proliferation following partial hepatectomy (PH) is synchronous. In both rat and mouse, 
within less than 15 minutes after the PH, hepatocytes exit quiescence and enter in G1-phase 
(Hsu et al., 1992). The timing of DNA replication and mitosis are however different between 
the two species. The peak of DNA synthesis is observed at 22-24h in rat followed by a peak 
of mitosis at 28-30h (Agell et al., 1994; Fabrikant, 1968; Grisham, 1962; Serratosa et al., 1988; 
Widmann and Fahimi, 1975). Seven days later, the liver has recovered its initial mass. In 
mouse, the progression in G1 phase of the cell cycle is slower and the peak of DNA and 
mitosis are delayed of approximately 20h highlighting differences of hepatocyte response 
between species. 


3.2 Liver regeneration: a synchronized in vivo model of proliferation for cell cycle 
studies 

During the 1990's, interest in hepatocyte cell cycle has increased because genes involved in 
the cell cycle control have been identified. This in vivo model of proliferation of non 
transformed cells was used for cell cycle studies since hepatocyte progression in the cell 
cycle is naturally synchronous with a long lasting G1-phase. Our group and others 
investigated Cdk2 and Cdk1 expression and activity as well as cyclin A, B, E and D1 
expression during liver regeneration (Albrecht et al., 1993; Loyer et al., 1994; Lu et al., 1992; 
Zschemisch et al., 2006). Although Cdk2 is constantly expressed, Cdk1 is completely absent 
in resting hepatocytes and remains undetectable up to 20h after PH a time corresponding to 
late G1 phase and G1/S transition. Then, Cdk1 accumulates in S, G2 and M phase and both 
cyclin A/Cdk1 and cyclin B/Cdk1 complexes are formed. During S phase, Cdk2 associates 
with cyclin A. Additional experiments of kinase activity assays suggested that Cdk1 is active 
during both S and M phases while one peak of Cdk2 activity is detected in S phase only. At 
that time, these data contrasted with the dogma that Cdk1 is active only at the G2/M 
transition while Cdk2 would control G1/S transition. Our study raised the question of the 
significance of Cdk1 and Cdk2 expression during G1 phase and G1/S transition. 
Unexpectedly, cyclins E and D1 are present in resting liver, which again contrasted with the 
admitted view of the mammalian cell cycle regulation with low D-type cyclin expression in 
early G1 and its dramatic induction at the mitogen-dependent restriction point in late G1 
phase. In quiescent hepatocytes, Jaumot et al. (Jaumot et al., 1999) demonstrated that cyclin 
D3 and Cdk4 were localized in cytoplasm whereas cyclin D1 was nuclear. Low amounts of 
cyclin E are found in the cytoplasm (Pujol et al., 2000). Thirteen hours after PH cyclins D3 
and Cdk4 are mostly located in the nucleus and significant amounts of cyclin D1/Cdk4 and 
cyclin D3/Cdk4 complexes are formed but remain inactive whereas at 24h they are fully 
activated. At 13 and 24h, cyclin E is detected in both cytoplasm and nuclei. Thereafter, the 
activity of Cdk4 decreases at 28h when cyclin D1 translocates to the nuclear matrix and the 
levels of cyclin D3 diminishes. Similarly, the inactivation of Cdk2 at 28h is associated with a 
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strong decrease in Cdk2 in the nuclear fraction and a decrease of cyclin E located in the 
nuclei. During this period, very low amounts of cyclin A are detected in the nuclear fraction 
at 13h after PH while following its strong induction in S phase, cyclin A is present in both 
cytoplasm and nuclei at 24 and 28h. Therefore, the specific nuclear localization of the 
complexes is associated with their activity in liver regeneration. The maximal activity of 
Cdk2 detected at 24h comes from cyclin E/Cdk2 and cyclin A/Cdk2 complexes whereas the 
activity at 28h is mainly attributable to the Cdk2/cyclin A heterodimer. However, the 
activity of Cdk2 rapidly decreases after the peak of DNA synthesis at 24h. 

The presence of inactive cyclin D/Cdk4 complexes until 13h post PH and cyclin E/cdk2 at 
28h has led authors to question the modulation of Cdk activity during rat liver regeneration. 
Indeed, reports indicated that Cdk inhibitors (Cdki’s) are involved in modulating cell cycle 
progression following antagonist mitogenic and anti-mitogenic signals (Morgan, 1997; Sherr 
and Roberts, 1995). Two families of Cdki’s were described: the Ink4 family (p16!nk4a, p15 Ink4b, 
p18 hke and p19 Ink4d) which specifically bind Cdk4 and its homologue Cdk6 and the 
Cip/Kip family (p21Cp, p27 Kip!, p27 Kip2) which bind and inhibit the activity of a wide range 
of Cdk/cyclin complexes including cyclin D/Cdk4/6, cyclin E/Cdk2 and cyclin A/Cdk2 
(Sherr and Roberts, 1995). During liver regeneration in rat, Jaumot et al. (Jaumot et al., 1999) 
have observed that p27 Kip! is associated with cyclin D/Cdk4 complexes when they are 
inactive. More precisely, Pujol et al. (Pujol et al., 2000) have evidenced that high amounts of 
p27Kp! bind to Cdk2/cyclin E complexes during the first 13h post-PH when the activity of 
Cdk2 is very low. At 24h, corresponding to the S phase, the amounts of p27ip! associated to 
Cdk2/cyclin E decrease strongly while Cdk2 activity is maximal. Conversely, the amount of 
p21Cp bound to these complexes is low during the first 13h and subsequently increases. At 
24h low levels of both inhibitors associated with the complexes are detected but increase in 
p21Cip! and p27Kip! proteins associated with Cdk2/cyclin A is observed at 28h after the peak 
of hepatocyte DNA synthesis. In hepatectomized mice, Albrecht et al., (Albrecht et al., 1997; 
Albrecht et al., 1998) obtained similar data and showed that expression of p21@P! is induced 
during the pre-replicative phase and is maximal after the peak of hepatocyte DNA 
synthesis. In contrast, p27Kip! is present in quiescent liver and slightly induced after PH. 
Immuno-depletion experiments suggested that p27*ip! plays a role in down-regulating Cdk2 
activity before and after the peak of DNA replication. Interestingly, study of liver 
regeneration in mice lacking p21Cip! evidenced a marked acceleration of hepatocyte 
progression into the cell cycle. DNA synthesis, up-regulation of cyclin A and PCNA, 
induction of cyclin D1- and Cdk2-associated kinase activities, and appearance of the 
hyperphosphorylated retinoblastoma protein (pRb) occur earlier in the p21¢ip! knock-out 
mice. These results demonstrate the role of p21“pP! in the regulation of the hepatocyte 
progression through G1 phase in vivo. 

Primary cultures of rat and mouse hepatocytes were also widely used to analyze hepatocyte 
cell cycle entry and progression through the G1 phase. It was clearly demonstrated that 
hepatocytes in culture undergo DNA replication when they were stimulated by growth 
factors alone (McGowan and Bucher, 1983; Sawada, 1989). Using this model of pure culture 
of hepatocytes, our group has shown that during cell isolation hepatocytes expressed 
immediate early proto-oncogenes like c-fos and c-myc suggesting a “spontaneous” G0/G1 
transition following cell-cell interaction destruction (Etienne et al., 1988). 

Then, Loyer et al., (Loyer et al, 1996) characterized different steps of G1 phase in 
hepatocytes. Confirmation that collagenase perfusion of the liver induces the G0/G1 
transition of quiescent normal rat hepatocytes was provided and we showed that 
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progression in late G1 triggers hepatocyte ability to respond to growth factor alone. 
Importantly, demonstration that hepatocytes are able to progress from an early G1 to a 
restriction point mitogen dependent (R point) located to mid-late G1 was shown. Indeed, in 
absence of growth factor and serum, hepatocytes are able to progress up to mid-late G1 
phase as evidenced by the sequential over expression of c-fos, c-jun, c-myc, jun D and then 
c-Ki-ras and p53. In addition, low levels of cyclin D1 and D2 are observed while cyclin A 
and Cdk2 are not expressed. Moreover, the progression towards the G1/S is strictly 
dependent upon the stimulation by growth factor. Late addition of the EGF at day 2 and 3 of 
culture induces a sharp peak of DNA synthesis reflecting the high synchrony of the 
hepatocytes arrested at the R point. A lag phase between the R point and the onset of the 
DNA synthesis appeared to be approximately 18-20h. In this hepatocyte primary culture, 
Cdk2 mRNA is detectable throughout the G1 phase but significantly increased after the EGF 
stimulation. Cyclin A is detected at the entry of S phase and Cdk1 and Cdk2 dependent 
histone H1 kinase activity is mainly detected in S and M phases. Weak levels of cyclin E 
mRNA are found in unstimulated cultures but levels of this mRNA greatly increased after 
growth factor stimulation. Surprisingly, cyclin D3 mRNAs appear to accumulate in absence 
of EGF stimulation whereas a drastic increase in cyclin D1 expression accompanies the R 
point overcrossing. The cyclin D1 mRNA accumulation correlates with the R point onset 
and the cyclin D1 protein is detected 10-15h later. In accordance with these observations, 
accumulation of cyclin D1 is also detected when the hepatocytes are stimulated by HGF 
(Albrecht et al., 1995). Importantly, if progression beyond the restriction is delayed by late 
EGF stimulation, cyclin D1 induction is postponed accordingly demonstrating that cyclin D1 
induction is essential for cell cycle progression at the mitogen-dependent restriction point. 

The question arises whether this restriction point existed in vivo. Nicely, a growth factor 
dependency in mid-late G1 phase of proliferating hepatocytes in vivo was also evidenced 
(Talarmin et al., 1999). To reach that conclusion, we first analyzed the expression of cyclin 
D1 during liver regeneration and showed its induction at 12h post-hepatectomy, which is a 
time coinciding with the 2/3 of G1 progression as previously shown in primary culture of 
rat hepatocytes. We next isolated rat hepatocytes isolated 5, 7, 9, 12 or 15h after PH, and 
showed that only those isolated from 12-15h regenerating livers were able to replicate DNA 
without growth factor stimulation. Moreover, intravenous administration of a MEK 
inhibitor (PD98059) in vivo, before MEK activation at 10.5h post-PH was able to inhibit cyclin 
D1 mRNA accumulation and hepatocyte DNA replication demonstrating that MEK/ERK 
signaling pathway was involved in cyclin D1 induction and R point overcrossing. To the 
best of our knowledge, these data provide the unique evidence that the mitogen-dependent 
restriction point identified in cultured hepatocytes exists in vivo in whole organs and 
animals. These results were strengthened by Albrecht’s observations showing that transient 
enforced expression of cyclin D1 in hepatocytes stimulates assembly of active cyclin 
D1/cdk4 complexes, robust hepatocyte proliferation and liver growth in rat liver (Nelsen et 
al., 2003). However, in this in vivo model, after several days, hepatocyte proliferation is 
inhibited despite the persistence of high levels of cyclin D1 and cyclin E, suggesting that 
anti-proliferative response related to marked up-regulation of p21Gp! represses cyclin 
D1/cdk4 and cyclin E/cdk2 dependent kinase actvities. More recently, using mice carrying 
a floxed EGFR allele to inactive the EGF receptor, Natarajan et al., (Natarajan et al., 2007) 
observed delayed liver regeneration characterized by defective G1/S phase entry, reduced 
cyclin D1 expression followed by moderate Cdk2 and Cdk1 expression. In parallel, these 
authors reported an increased mortality after PH associated to high levels of TNFa in the 
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serum. They also suggested that soluble TNFa, which is a priming agent for hepatocytes, 
was produced at high levels by liver cells to compensate cell cycle arrest with a subsequent 
induction of cell death in absence of proliferation. 

To evaluate the role of priming agents, another experimental in vitro model has been 
designed. For that purpose, we used a coculture model associating rat hepatocytes with rat 
liver epithelial cells (RLEC also called LEC for liver epithelial cells), in which heterotypic 
cell-cell contacts are restored and a spontaneous early production and deposition of 
extracellular matrix is observed (Clement et al., 1984; Corlu et al., 1991; Guguen-Guillouzo et 
al., 1983). This coculture model compared to the pure culture of hepatocytes (Figure 5) 
exhibits numerous advantages: adult hepatocytes remain highly differentiated for several 
weeks and are unable to proliferate under EGF or HGF stimulation alone as in liver tissue 
(Corlu et al., 1997; Fraslin et al., 1985). Therefore, based on the data obtained in vivo, we 
successfully designed a stimulation procedure allowing multiple hepatocyte division cycles 
without loss of differentiation (Serandour et al. 2005). In this coculture system, 
differentiated and quiescent hepatocytes are able to proliferate under co-stimulation with 
TNFa and EGF or HGF. Co-stimulation with TNFa and growth factors leads to proliferation 
of nearly all the hepatocyte population over a week. Peaks of DNA synthesis and mitotic 
activity occurred day 3 after stimulation. Both mono- and binuclear hepatocytes progressed 
up to mitosis and cytokinesis leading to significant expansion of hepatocyte colonies. 
Remarkably, these results are in accordance with in vivo experiments, in which co-injection 
of TNFa and growth factors induced hepatocyte proliferation (Webber et al., 1998). In 
contrast, TNFa alone does not act as complete mitogen in cocultures. Indeed, it induces 
DNA synthesis in less than 3% of hepatocytes as observed in vivo (Webber et al., 1998) and 
in long-term DMSO cultures (occa and Isom, 2003). In coculture, analysis of cell cycle 
proteins has revealed that growth factor alone such as EGF, induces cyclin D1 indicating 
that cells are sensitive to mitogen signal, override the R point in mid-late G1 but fail to reach 
the G1/S boundary. These observations diverged with Albrecht’s results that showed that 
cyclin D1 expression in vivo or in vitro was sufficient to induce entry of these cells into S 
phase (Albrecht and Hansen, 1999; Nelsen et al., 2003). This discrepancy would be explained 


Fig. 5. Phase contrast photographs of A) pure culture of rat hepatocytes and B) co-culture of 
rat hepatocytes (H) and rat liver epithelial cells (LEC). Differentiated hepatocytes are 
characterized by a “dark” cytoplasm with one or two round nuclei with a single central 
nucleolus. In addition, hepatocytes in co-culture maintain a cubical shape and form colonies 
that remain viable for several weeks. 
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at least in part, by distinct experimental conditions, mainly the collagen gel system used in 
vitro and the level of cyclin D1 expressed. In contrast, when TNFa was associated with EGF, 
hepatocytes expressed both Cdk1 and Cdk2 and a progression into S phase was observed. 
From these data, we postulate that a late G1 checkpoint dependent on Cdk1, not yet 
described in hepatocyte cell cycle, may regulate entry into S phase independently from the 
Cdk2-mediated role at the G1/S transition. 


3.3 Role of Cdk1 and Cdk2 in proliferating hepatocytes: synergy or redundancy 

Most articles reporting data on liver regeneration focused on the G1 phase regulators but 
not on expression of Cdk1 during G1/S transition or S phase even if Cdk1 was observed in 
vivo and in vitro at this step by us and others (Albrecht et al., 1993; Loyer et al., 1994 ). 
Therefore, using in vivo and in vitro models, we have investigated the role of Cdk1 in normal 
adult hepatocytes. We have demonstrated that Cdk1 is expressed at high levels in S phase 
and that both Cdk1 and Cdk2, associated with cyclins A and/or B, are activated prior DNA 
replication in regenerating hepatocytes (Garnier et al., 2009). Assuming that Cdk1 and Cdk2 
kinase activities towards the phosphorylation substrate histone H1 are identical, we 
provided evidence that Cdk1 activity is twice higher than Cdk2 activity during S phase in 
hepatocytes (Figure 6). Then, knock-down experiments of Cdk1 and/or Cdk2 were 
performed in isolated hepatocytes and human foreskin fibroblasts (HFFs) which differed in 
their ability to express high and low Cdk! levels during S phase. Indeed, the levels of Cdk1 
expression during S phase reached 80 and 15% of the expression levels during mitosis in 
hepatocytes and HFFs, respectively. Both sikNA-mediated repression of Cdk1 and Cdk2 
significantly decreased DNA replication in hepatocytes. In contrast, in HFFs repression of 
Cdk2 significantly reduced the DNA synthesis while repression of Cdk1 had no effect on the 
rate of DNA replication but, as expected, reduced the mitotic index. Notably, in accordance 
with the Cdk1 and Cdk2 kinase activities during S phase in hepatocytes, the greatest 
decrease in DNA synthesis resulted from Cdk1 rather than Cdk2 silencing. In hepatocyte, 
the involvement of Cdk1 is evidenced in early S phase by showing that hepatocytes arrested 
after G1/S transition but prior to DNA replication by the iron chelator O-Trensox, express 
fully active Cdk1 and Cdk2. Moreover, the decrease in DNA replication after Cdk1 or Cdk2 
silencing is not linked to a default in the formation of the pre-replication complex since 
Mcm/ nuclear localization and loading onto chromatin are not impaired. Therefore, Cdk1 
may be involved in the origin firing events downstream the formation of replication 
complexes in hepatocytes, in agreement with a recent study showing that enforced 
expression of constitutively active Cdk1 mutant in HeLa cells results in abnormal origin 
firing and premature DNA replication in early S phase (Katsuno et al., 2009). 

These data further support and extend the conclusion that Cdk1 compensates for Cdk2 gene 
ablation in genetically modified mice. Indeed, we showed for the first time the involvement 
of Cdk1 in S phase of normal and non-genetically modified mammalian cells. More 
precisely, both Cdk1 and Cdk2 play a critical role in hepatocyte cell cycle. Consistent with 
our observation, Satyanarayana et al., (Satyanarayana et al., 2008) showed that the timing of 
S phase is not altered in regenerating livers of Cdk2-/- mice although the percentage of 
BrdU-positive cells slightly decreases compared to wild type. Interestingly, in Cdk2-/- 
Cdk1*/cdk2k1 mice, in which a Cdk2 cDNA is knocked into the Cdk1 locus, similar 
regenerative response and percentage of BrdU-positive cells are obtained compared to 
Cdk2*/+ mice. These data indicated that Cdk2 expressed from the Cdk1 locus is able to 
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Fig. 6. Schematic representation of Cdk1 (red) and Cdk2 (blue) kinase activities in 
fibroblasts versus hepatocytes throughout the cell cycle. While in fibroblasts Cdk2 activity is 
dominant over Cdk1 at the G1/S transition and during S phase, both Cdk1 and Cdk2 are 
active in hepatocytes during S phase. 


mimic the cell function of endogenous Cdk2 and restore normal regeneration process as 
well as that one copy of Cdk1 is sufficient for a normal liver response after PH. Later, Hanse 
et al. (Hanse et al., 2009) showed that 42h after PH most hepatocytes enter S phase in wild- 
type mice whereas their number is diminished significantly in Cdk2-/- mice. In addition, 
hepatocytes isolated from livers of cdk2/- mice respond to mitogenic stimulation but to a 
lower extent than hepatocytes coming from wild-type mice. 

Altogether, these results strengthened the conclusion that physiological hepatocyte 
proliferation is dependent on both Cdk1 and Cdk2. While Cdk1/cyclin E complexes are not 
detected in normal hepatocytes, Cdk1, cyclins A and, unexpectedly, cyclin B1 are localized 
in the nucleus of replicating hepatocytes and form active complexes during S phase in 
regenerating hepatocytes. In addition, Cdk1 is active in all hepatocytes regardless of their 
ploidy status, excluding a peculiar regulation or role of Cdk1 related to the tetraploidy 
observed in half of adult hepatocytes in rat. Although the absolute requirement of cytosolic 
cyclin B1 during initiation of mitosis remains questioned, it has been postulated that 
relocating cyclin B1 to the nucleus in S phase might compromise entry into mitosis. This 
could explain why the accumulation of nuclear Cdk1/cyclin B1 complexes during DNA 
replication does not trigger premature mitosis in hepatocytes. Moreover, Phospho-Tyr15 
Cdk1 found in replicating hepatocytes and known to be an inactive form of Cdk1 could also 
participate to this control. Indeed, recent reports showed that Tyr15 phosphorylation of 
Cdk1 is important to avoid premature entry into mitosis (Pomerening et al., 2008). 
Regulation of the ratio between pools of active and inactive Phospho-Tyr15 Cdk1 in 
hepatocytes might be essential to allow S phase initiation while preventing premature 
mitosis. 

In absence of Cdk2, the induction of cyclin A is diminished consistent with the reduced 
proportion of hepatocyte in S phase, while Cdk1 is induced to higher levels than in control 
cells (Hanse et al., 2009). It is located in the nucleus at G1/S transition (Satyanarayana et al., 
2008) and remained in the nucleus until the completion of mitosis. Cylin E/Cdk1, cyclin 
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A/Cdk1 and cylin B1/Cdk1 are successively activated. In this context, it is questioned 
whether p21Gp! is able to arrest cells at G1/S transition in absence of Cdk2 after DNA 
damage and if cells are able to repair DNA and resume DNA replication. Indeed, Cdk2 is 
the primary target of the ATM/ATR, p53, p21 cascade (Bartek and Lukas, 2001). In Cdk2 
knock-out mice, activation of p53- p21Gp! pathway is not perturbed in the absence of Cdk2 
and p21! can bind Cdk1. However, in Cdk2 knock-out mice DNA repair is delayed and 
partially impaired. Therefore, cells are more prone to lethal irradiation compared to wild- 
type although they display resumption of DNA replication in regenerating liver 
(Satyanarayana et al., 2008). The question of the involvement of Cdk2 in the induction of 
cyclin D1 has also been asked. Indeed, Albrecht’s group has shown that infection with 
adenovirus leading to enforced expression of cyclin D1 in the liver triggers hepatocyte 
proliferation (Nelsen et al., 2001). In Cdk2/- mice, they observed that this response is 
severely blunted leading to massive hepatocyte and animal death. This data highlights the 
critical role of Cdk2 in hepatocyte progression and survival after an acute mitogenic 
stimulation (Hanse et al., 2009). Altogether, these results could point out the emerging role 
of Cdk2 in proper DNA repair (Satyanarayana and Kaldis, 2009a) and how Cdk2 could be a 
sensor able to distinguish between moderate and extensive DNA damage to promote either 
survival or apoptosis. 


4. Regulation of the Cdk1 expression and activation under the control of 
extracellular signals: involvement of extracellular remodeling and Cdk2 
kinase activity 


Although adult hepatocytes are quiescent and normally do not undergo cell division, they 
maintain the ability to proliferate in response to toxic injury and infection. Upon 
regenerative stimulus, 95% of the hepatocytes undergo cell division while maintaining their 
metabolic function and tissue architecture. This process involved a multitude of cellular 
processes including at early stage acute-phase reaction (Fausto et al., 2006), induction of pro- 
angiogenic signals (Ding et al.) and an important extracellular matrix (ECM) breakdown and 
remodeling (Kim et al., 1997) leading to local and transient changes in the liver architecture. 
Connective tissue is found around the portal triads whereas reticular fibers and small 
amounts of basement membrane are present between the sinusoid endothelial cells and the 
hepatocytes. In the portal areas, mainly type I, III and V collagens are found while type IV 
collagen, laminin, entactin and nidogen form the basement membrane along the sinusoids. 
Fibronectin is also present in the space of Disse (Clement et al., 1986). 

Some proteins that are involved in the structural integrity of the liver are also required for 
normal regeneration. For example, deficiencies in connexin-32, a gap-junction protein 
(Temme et al., 2000) and keratin-8, an intermediate filament forming protein (Loranger et 
al., 1997) cause extended liver damage after partial hepatectomy. Connexin-32 is also 
required for normal mitosis by mediating cellular connections during cell division. Loss of 
certain proteases also results in prolonged liver injury. Mice lacking genes encoding the 
serine proteases urokinase-type plasminogen activator (uPA) and tissue-type plasminogen 
activator (tPA) exhibit delayed regeneration whereas the deficiency of the plasminogen 
inhibitors leads to accelerated liver regeneration (Roselli et al., 1998; Shimizu et al., 2001). 
Interestingly, injection or increased expression of collagenase in intact liver, associated with 
HGF or TGFa, induces hepatocyte proliferation, suggesting that ECM degradation may play 
a role in hepatocyte priming (Liu et al., 1994). Conversely, Issa et al. (Issa et al., 2003) 
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observed that failure in collagen-I degradation in mouse liver inhibits the hepatocyte 
proliferation response. 

Spatial and temporal expression of protease occurs during liver regeneration. In rat, 
activation of plasminogen to plasmin begins within 15mim after PH and stays pronounced 
until 3-6h. Successive inductions of mRNA levels of the metalloproteinases (MMP)-9, MMP- 
2, MMP-13, MMP-14, MMP-24, which constitute a family of zinc-containing neutral 
proteinases involved in matrix remodeling in both normal and pathological processes, are 
observed in mouse. Moreover, in parallel, inhibitors of metalloproteinases (TIMP) -3, TIMP- 
4, TIMP-1 are also up-regulated. In particular, TIPM-1 expression appears just before DNA 
synthesis in rat and mouse models (Mohammed et al., 2005; Rudolph et al., 1999). After PH, 
its activation is linked to the hepatocyte cell cycle since experiments based on gain of TIMP- 
1 function in transgenic mice result in delayed cell cycle progression whereas loss of 
function in knout-out mice accelerates liver regeneration (Mohammed et al., 2005). 
Activation of pro-MMP9 in MMP-9 after PH, mediated by plasmin or by plasmin-activated 
MMP-3, is followed by activation of pro-MMP-2 in MMP-2 probably by the membrane-type 
1 MMP. In regenerating liver 3h post-PH MMP-9 is located in the immediate periportal 
hepatocytes, then, its localization extends rapidly throughout the lobule before it decreases 
at 72h post-PH. In the meantime, MMP-2 expression enhances in the hepatocytes at 24 and 
48h post-hepatectomy (Kim et al., 2000). Interestingly, migration of the MMP’s staining 
pattern correlates with the gradual hepatocyte progression into the cell cycle from the 
periportal to the pericentral areas. This could be related to an important regulatory 
mechanism for controlling cell proliferation by the liberation of growth factors after ECM 
proteolysis. In accordance, mature HGF production is delayed by 12h in the uPA/- mice 
along with a delayed DNA synthesis. Loss of uPA results in reduced plasmin levels 
responsible for activating MMP that in turn digest the ECM and allow release from ECM of 
activated growth factors like HGF (Schuppan et al., 1998). Deletion of the mouse gene Timp3 
results in the increase in TNF-a converting enzyme activity (TACE), constitutive release of 
TNFa and activation of TNFa-dependent signaling in the liver. In mice lacking Timp3 gene, 
cyclin D1 and PCNA expression as well as hepatocyte division occur earlier than in wild- 
type mice with a shorter cell cycle time course. However, these mice succumbed of liver 
failure by a TNFa-signaling dependent cell death demonstrating also the importance of 
TIMP3 in controlling TNFa bioavailability (Mohammed et al., 2004). 

Studies performed in vitro have shown that TNFa induces MMP-9 expression in mouse 
hepatocytes (Haruyama et al., 2000) and that MMP-9 transcription involves activation of 
NF-«B pathway (Mori et al., 2003). Cytokine-specific regulation of MMP/TIMP expression 
in hepatic stellate cells also suggests that the initial matrix breakdown following liver injury 
might be enhanced by TNFa, while diminished matrix degradation during chronic tissue 
injury might be due to the action of TGF-61 through TIMP induction (Knittel et al., 1999). 
Together, these studies clearly demonstrated the importance in matrix remodeling to 
promote proliferation of adult hepatocytes. This conclusion is reinforced by the observation 
that normal rat hepatocytes plated on denatured collagen I are able to proliferate following 
stimulation by EGF while they do not respond to this growth factor when plated on collagen 
I gel (Hansen and Albrecht, 1999), collagen sandwich (De Smet et al., 2001) or matrigel 
(Nagaki et al., 2000). Cyclin D1 mRNA and protein expression as well as associated kinase 
activity are low on collagen gel relative to collagen film. Similar results are obtained when 
hepatocytes are spread on high fibronectin density (proliferation) or low fibronectin density 
(cell cycle arrest) coatings (Bhadriraju and Hansen, 2004). In this context, we asked the 
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question on how mitogen signals and extracellular matrix degradation are linked to 
promote cell cycle entry and progression of differentiated adult hepatocytes. For that 
purpose, the primary pure culture of hepatocytes did not appear as a pertinent model since 
hepatocytes progress regardless of priming factors in this model. In addition, we had 
previously shown that very low amounts of ECM were synthesized in pure culture. We 
therefore used quiescent adult rat hepatocytes in coculture with liver epithelial cells. Indeed, 
as mentioned above, hepatocytes in cocultures are stably differentiated for several weeks 
and capable of extracellular matrix deposition. This ECM located around the hepatocyte 
cords contains high amounts of type III, I collagens and fibronectin as in vivo (Clement et al., 
1984). Moreover, cytoskeleton organization of hepatocytes is similar in coculture and in vivo 
i.e. beneath of the plasma membrane (Baffet et al., 1991; Corlu et al., 1991). Bile canaliculi 
structures present between the hepatocytes are also functional. Finally, in these in vitro 
conditions hepatocytes are unable to respond to growth factor alone as observed in vivo 
(Corlu et al., 1997). 

Using this coculture system, we established new conditions allowing hepatocytes to 
undergo several proliferation waves (Figure 7) without loss of differentiation in presence of 
the priming cytokine, TNFa, and growth factors, HGF, EGF as in vivo (Serandour et al., 
2005). For example, three days after TNFa/EGF or TNFo/HGF stimulation, 35% of 
hepatocytes divide whereas no DNA synthesis is observed in presence of HGF or EGF 
alone. Moreover, TNFa alone did not induce hepatocyte proliferation. However, 
hepatocytes gradually stop to synthesize DNA even under prolonged TNFa/EGF 
stimulation. Question is thus raised about the requirement of a cell cycle arrest following the 
first wave of divisions for inducing a second round of proliferation. When the cocktail 
TNFa/EGF is removed for few days before re-stimulation, induction of a new wave of DNA 
synthesis is obtained. This model of controlled induction of hepatocyte proliferation has 
been crucial to define whether the signaling mechanisms induced by TNFa could be linked 
to ECM remodeling (Figure 7). The quantification of ECM deposition detected using 
reticulin staining on cells stimulated by EGF alone, TNFa/EGF, or successively by EGF and 
then TNFa revealed several crucial data: 1) ECM is very abundant in both unstimulated and 
non proliferating EGF-treated cells, 2) in TNFa/EGF-treated cocultures, ECM deposition is 
very sparse and most fibers disappear within colonies of proliferating hepatocytes, 3) TNFa 
stimulation, before or after EGF exposure, induces ECM degradation, 4) during prolonged 
TNFa/EGF stimulation, DNA synthesis decreases concomitantly with new ECM deposition. 
In agreement with all these results, the phenanthroline, a specific inhibitor of MMP activities 
reduces the TNFa-mediated ECM degradation resulting in the decrease in DNA replication. 
This effect is reversible and after phenanthroline removal, DNA synthesis is completely 
restored. Among MMPs, MMP-9 expression by hepatocytes is induced by TNFa. Moreover, 
interferon-y, described to inhibit TNFoa-mediated MMP-9 expression via the Interferon 
Regulatory Factor-1 binding competition with NF-«B (Sanceau et al., 2002), prevents ECM 
remodeling and impairs DNA synthesis. Thus, ECM peri-cellular proteolysis controlled by 
TNFa via activation of the NF-«B pathway and induction of MMP-9 is necessary for S phase 
entry in hepatocytes. This ECM remodeling signal is also required for initiating any 
subsequent hepatocyte division wave in presence of mitogen (Serandour et al., 2005). These 
observations have been confirmed by Olle and coworkers using MMP-9-/- mice (Olle et al., 
2006). Indeed, in these animals hepatic regenerative response is delayed compared with 
wild-type control animals. Moreover, they express significantly less HGF and TNFa at day 2 
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Fig. 7. Schematic representation of the commitment to cell death or proliferation in primary 
cultures of rat hepatocytes in different in vitro conditions. In pure culture, in absence of 
growth and survival factors, hepatocytes rapidly lose their differentiation and undergo 
apoptosis. In presence of growth factors they complete a single round of cell cycle before 
dying. When hepatocytes are maintained on complex bio-matrices (ex: matrigel and native 
collagens), they arrest in G1 and do not respond to growth factor stimulation. In co-culture, 
hepatocytes arrest in G1 unless a combination of pro-inflammatory cytokines and growth 
factors is added to the culture medium, which triggers a complete cell cycle without 
affecting differentiation and long-term survival. 
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post-PH corresponding to hepatocyte DNA synthesis in mice (Olle et al., 2006). In addition, 
in hepatoma cells, TNFa stimulates DNA replication by causing release of TGFa into the 
culture medium through the metalloproteinase disintegrin TACE. Then, TGFa activates 
EGFR and multiple downstream intracellular signaling cascades required for DNA 
replication (Argast et al., 2004). 

Unexpectedly, experiments with successive addition of cytokine and growth factors as well 
as analysis of the expression of cell cycle regulation demonstrate that EGF alone promotes 
cell progression up to late G1. When we tested whether addition of TNFa before or after 
EGF stimulation might influence cell cycle progression, we observed that hepatocytes DNA 
synthesis is rapidly obtained in each situation. In addition, a pause of 2 days following EGF 
treatment does not affect hepatocyte responsiveness to TNFa, suggesting that these cells 
integrate a long-lasting mitogenic signal. 

Using both pure culture of hepatocytes and the co-culture model, we compared expression 
of cell cycle markers to further investigate the molecular pathways involved in the 
progression in late G1 phase. In unstimulated co-cultures, cyclin D1 and Cdk2 are barely 
detectable (Figure 8). This pattern of expression, similar to that observed in unstimulated 
primary pure cultures of hepatocytes, suggestsed that they are blocked in G1 upstream the 
mitogen restriction point. Unexpectedly, although no BrdU-positive hepatocytes are 
detected in EGF-stimulated co-cultures, cyclin D1, Cdk4 and Cdk2 accumulate in this 
culture condition. Interestingly, even if Cdk2 was present no histone H1 kinase activity is 
detected (Figure 8). Therefore, EGF alone promotes the progression beyond the mitogen 
restriction point in late G1 although cells arrest before S phase. 
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Fig. 8. Expression of Cdks, cyclins and Cdk’s inhibitors in cultured rat hepatocytes. Cyclin 
D1, Cdk4, Cdk2, Cdk1 and the inhibitors p21Cip! and p27Kip! were analyzed by western 
blotting. In addition, kinase activities of Cdk1 and Cdk2 were measured using histone H1 as 
a substrate (H1K). 


Our results could be linked to previous reports showing that cyclin E and Cdk2 are present 
in cells plated on collagen gel or film, but on collagen gel, hepatocytes do not proliferate and 
lack the Cdk2 activity (Hansen and Albrecht, 1999). In these conditions, p27Kip! protein 
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levels are similar but higher amounts of p27Kip! are associated with Cdk2 in cells plated on 
collagen gel than to those plated on collagen film. Similarly, p27Kip! p21Cip! are up-regulated 
in cell cultured on matrigel (Nagaki et al., 2000). In our co-culture condition, p27Kip! p21Cp1 
are also induced after EGF stimulation while in TNFa/EGF-stimulated co-cultures, 
expression levels of cyclin D1 and Cdk4 are strongly increased followed by up-regulation of 
Cdk1 and Cdk2. In contrast, p27Kip! levels are reduced demonstrating that Cdk levels are 
up-regulated while Cdki’s are repressed to favor cell cycle progression. Moreover, both 
Cdk2 and Cdk1 are active as evidenced by Histone H1 kinase activity. We therefore point 
out a new cell cycle control in late G1 associated with ECM deposition and overcome by 
TNFa addition that triggers ECM remodeling and induction of MMP9. Importantly, TNFa 
stimulation following EGF exposition induces the expression of Cdk1 and the activation of 
both Cdk2 and Cdk1 kinase activities. Altogether, our results show that induction of Cdk1, 
correlating with the hepatocyte S phase entry, requires remodeling of the extracellular 
matrix and induction of the metalloproteinase MMP9 by TNFa stimulation. They also 
suggest that catalytic activation of Cdk1 may be regulated by Cdk2 kinase activity. This led 
us to draw the conclusion that Cdk2 and Cdk1 would exhibit a sequential catalytic 
activation under the control of extracellular signals including cytokines, growth factors as 
well as extracellular matrix remodeling. TNFa-mediated ECM remodeling is necessary for 
Cdk2 activity, Cdkl expression, G1/S transition and completion of the cell cycle of 
hepatocytes in co-cultures. 

Several important questions remain unanswered. How does TNFa induce Cdk2 kinase 
activity? It could be hypothesized that low levels of p27Kip! following TNFa stimulation 
favor activation of Cdk2/cyclin E and Cdk2/cyclin A kinase activities. In addition, the 
mechanism by which TNFa induces Cdk1 expression remains unclear. Does it involve a 
transcriptional regulation mediated by unidentified signaling pathways and transcription 
factors? Local remodeling of the ECM could lead to disruption of ECM-cell communications 
achieved by integrins. Through multiple protein-protein interactions and signaling events, 
they could activate various signaling cascades regulating transcriptional activities. For 
example, repression of Integrin-linked kinase (ILK), a cell-ECM-adhesion component 
implicated in cell-ECM signaling via the integrins, leads to enhanced cell proliferation and 
hepatomegaly (Gkretsi et al., 2008). 


5. Conclusion 


The peculiar biphasic pattern of Cdk1 activity during cell cycle of normal hepatocytes and 
the evenly active Cdk1 and Cdk2 during S phase contrasts with most mammalian cell types 
in which active Cdk2 is highly predominant over other Cdks in S phase. Indeed, in DT40 
chicken cells expressing low levels of active Cdk1 in S phase, elimination of Cdk2 induced a 
Cdk1-dependent S phase but presence of a single Cdk2 allele rendered the S phase 
independent of Cdk1 suggesting that Cdk1 and Cdk2 are functionally exclusive at the level 
of kinase activity. However, in absence of Cdk2, Cdk1 can fully compensate for S phase 
function of Cdk2 but fails to compensate for Cdk2’s DNA repair functions in mammalian 
cells. Because of its location and function, the liver which is a vital organ, is continuously 
exposed to a wide range of harmful substances, viral infections which alter the hepatic 
homeostasis by inducing changes in the balance between proliferation and apoptosis. 
Despite its efficient defense system, many agents are still able to produce liver damage. 
Thus, to overcome these damages, liver has to compensate tissue loss. A major feature of 
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adult hepatocytes is their singular capacity to proliferate despite their high level of 
differentiation. This ability has been related to the low expression level of p210! Cdk- 
inhibitors in adult liver and primary hepatocytes in vitro, which could explain their rapid 
exit from quiescence. Based on the data obtained by our laboratory and others, we 
hypothesize that those high levels of active Cdk1 and Cdk2 following G1/S transition could 
participate to cellular defense response following stress stimulus in controlling rapid DNA 
repair and synthesis. We also showed that Cdk1 expression and activation is correlated to 
ECM degradation via the involvement of the pro-inflammatory cytokine TNFa. We thus 
identified for the first time a new signaling pathway regulating Cdk1 expression at the G1/S 
transition upon stimulation by cytokines (Figure 8). It also further confirms the well- 
orchestrated regulation of liver regeneration via multiple extracellular signals and 
pathways. 


6. Acknowledgement 


The authors thank Dr Christiane Guillouzo for her guidance in the studies regarding the cell 
cycle regulation in hepatocytes. We also thank Drs Anne-Laure Serandour and Delphine 
Garnier for their involvement in some of the experiments described in this chapter and all 
the members of the team “Stress, Defences and Regeneration” from the laboratory Inserm 
UMR S-991. Our team is financially supported by federal funding through Inserm, CNRS 
and the University of Rennes1 and the European grant, Liv-ES, FP7 programme, Health F5- 
2008-223317. 


7. References 


Adon, A.M., X. Zeng, M.K. Harrison, S. Sannem, H. Kiyokawa, P. Kaldis, and H.I. Saavedra. 
2010. Cdk2 and Cdk4 regulate the centrosome cycle and are critical mediators of 
centrosome amplification in p53-null cells. Mol Cell Biol. 30:694-710. 

Agell, N., M.J. Pujol, A. Lopez-Girona, M. Bosch, J.L. Rosa, and O. Bachs. 1994. Calmodulin 
expression during rat liver regeneration. Hepatology. 20:1002-8. 

Ajchenbaum, F., K. Ando, J.A. DeCaprio, and J.D. Griffin. 1993. Independent regulation of 
human D-type cyclin gene expression during G1 phase in primary human T 
lymphocytes. J Biol Chem. 268:4113-9. 

Albrecht, J.H., and L.K. Hansen. 1999. Cyclin D1 promotes mitogen-independent cell cycle 
progression in hepatocytes. Cell Growth Differ. 10:397-404. 

Albrecht, J.H., J.S. Hoffman, B.T. Kren, and C.J. Steer. 1993. Cyclin and cyclin-dependent 
kinase 1 mRNA expression in models of regenerating liver and human liver 
diseases. Am J Physiol. 265:G857-64. 

Albrecht, J.H., A.H. Meyer, and M.Y. Hu. 1997. Regulation of cyclin-dependent kinase 
inhibitor p21(WAF1/Cip1/Sdil) gene expression in hepatic regeneration. 
Hepatology. 25:557-63. 

Albrecht, J.H., R.Y. Poon, C.L. Ahonen, B.M. Rieland, C. Deng, and G.S. Crary. 1998. 
Involvement of p21 and p27 in the regulation of CDK activity and cell cycle 
progression in the regenerating liver. Oncogene. 16:2141-50. 

Aleem, E., C. Berthet, and P. Kaldis. 2004. Cdk2 as a master of S phase entry: fact or fake? 
Cell Cycle. 3:35-7. 


www.intechopen.com 


538 DNA Replication - Current Advances 


Aleem, E., H. Kiyokawa, and P. Kaldis. 2005. Cdc2-cyclin E complexes regulate the G1/S 
phase transition. Nat Cell Biol. 7:831-6. 

Alhejaily, A., B. Wood, C.J. Foster, P.L. Farmer, C.B. Gilks, J. Brettschneider, A.G. Day, H.E. 
Feilotter, T. Baetz, and D.P. Lebrun. 2011. Differential expression of cell-cycle 
regulatory proteins defines distinct classes of follicular lymphoma. Hum Pathol. 

Araki, H. 2011. Cyclin-dependent kinase-dependent initiation of chromosomal DNA 
replication. Curr Opin Cell Biol. 22:766-71. 

Argast, G.M., J.S. Campbell, J.T. Brooling, and N. Fausto. 2004. Epidermal growth factor 
receptor transactivation mediates tumor necrosis factor-induced hepatocyte 
replication. J Biol Chem. 279:34530-6. 

Arion, D., L. Meijer, L. Brizuela, and D. Beach. 1988. cdc2 is a component of the M phase- 
specific histone H1 kinase: evidence for identity with MPF. Cell. 55:371-8. 

Avril, A., V. Pichard, M.P. Bralet, and N. Ferry. 2004. Mature hepatocytes are the source of 
small hepatocyte-like progenitor cells in the retrorsine model of liver injury. J 
Hepatol. 41:737-43. 

Baffet, G., P. Loyer, D. Glaise, A. Corlu, P.L. Etienne, and C. Guguen-Guillouzo. 1991. 
Distinct effects of cell-cell communication and corticosteroids on the synthesis and 
distribution of cytokeratins in cultured rat hepatocytes. J Cell Sci. 99 ( Pt 3):609-15. 

Bartek, J., and J. Lukas. 2001. Mammalian G1- and S-phase checkpoints in response to DNA 
damage. Curr Opin Cell Biol. 13:738-47. 

Bashir, T., and M. Pagano. 2005. Cdk1: the dominant sibling of Cdk2. Nat Cell Biol. 7:779-81. 

Bates, S., L. Bonetta, D. MacAllan, D. Parry, A. Holder, C. Dickson, and G. Peters. 1994. 
CDK6 (PLSTIRE) and CDK4 (PSK-J3) are a distinct subset of the cyclin-dependent 
kinases that associate with cyclin D1. Oncogene. 9:71-9. 

Berthet, C., E. Aleem, V. Coppola, L. Tessarollo, and P. Kaldis. 2003. Cdk2 knockout mice 
are viable. Curr Biol. 13:1775-85. 

Berthet, C., and P. Kaldis. 2007. Cell-specific responses to loss of cyclin-dependent kinases. 
Oncogene. 26:4469-77. 

Berthet, C., M.C. Rodriguez-Galan, D.L. Hodge, J. Gooya, V. Pascal, H.A. Young, J. Keller, R. 
Bosselut, and P. Kaldis. 2007. Hematopoiesis and thymic apoptosis are not affected 
by the loss of Cdk2. Mol Cell Biol. 27:5079-89. 

Bhadriraju, K., and L.K. Hansen. 2004. Extracellular matrix-dependent myosin dynamics 
during G1-S phase cell cycle progression in hepatocytes. Exp Cell Res. 300:259-71. 

Canhoto, A.J., A. Chestukhin, L. Litovchick, and J.A. DeCaprio. 2000. Phosphorylation of the 
retinoblastoma-related protein p130 in growth-arrested cells. Oncogene. 19:5116-22. 

Cardoso, M.C., H. Leonhardt, and B. Nadal-Ginard. 1993. Reversal of terminal 
differentiation and control of DNA replication: cyclin A and Cdk2 specifically 
localize at subnuclear sites of DNA replication. Cell. 74:979-92. 

Clement, B., J.A. Grimaud, J.P. Campion, Y. Deugnier, and A. Guillouzo. 1986. Cell types 
involved in collagen and fibronectin production in normal and fibrotic human 
liver. Hepatology. 6:225-34. 

Clement, B., C. Guguen-Guillouzo, J.P. Campion, D. Glaise, M. Bourel, and A. Guillouzo. 
1984. Long-term co-cultures of adult human hepatocytes with rat liver epithelial 
cells: modulation of albumin secretion and accumulation of extracellular material. 
Hepatology. 4:373-80. 


www.intechopen.com 


Regulation of the G1/S Transition in Adult Liver: Expression and Activation 
of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled ... 539 


Coller, H.A., L. Sang, and J.M. Roberts. 2006. A new description of cellular quiescence. PLoS 
Biol. 4:e83. 

Corlu, A., G. Ilyin, S. Cariou, I. Lamy, P. Loyer, and C. Guguen-Guillouzo. 1997. The 
coculture: a system for studying the regulation of liver differentiation/ proliferation 
activity and its control. Cell Biol Toxicol. 13:235-42. 

Corlu, A., B. Kneip, C. Lhadi, G. Leray, D. Glaise, G. Baffet, D. Bourel, and C. Guguen- 
Guillouzo. 1991. A plasma membrane protein is involved in cell contact-mediated 
regulation of tissue-specific genes in adult hepatocytes. J Cell Biol. 115:505-15. 

Cressman, D.E., L.E. Greenbaum, R.A. DeAngelis, G. Ciliberto, E.E. Furth, V. Poli, and R. 
Taub. 1996. Liver failure and defective hepatocyte regeneration in interleukin-6- 
deficient mice. Science. 274:1379-83. 

Cross, F., J. Roberts, and H. Weintraub. 1989. Simple and complex cell cycles. Annu Rev Cell 
Biol. 5:341-96. 

De Smet, K., P. Loyer, D. Gilot, A. Vercruysse, V. Rogiers, and C. Guguen-Guillouzo. 2001. 
Effects of epidermal growth factor on CYP inducibility by xenobiotics, DNA 
replication, and caspase activations in collagen I gel sandwich cultures of rat 
hepatocytes. Biochem Pharmacol. 61:1293-303. 

DeCaprio, J.A., Y. Furukawa, F. Ajchenbaum, J.D. Griffin, and D.M. Livingston. 1992. The 
retinoblastoma-susceptibility gene product becomes phosphorylated in multiple 
stages during cell cycle entry and progression. Proc Natl Acad Sci U S A. 89:1795-8. 

DeGregori, J., T. Kowalik, and J.R. Nevins. 1995. Cellular targets for activation by the E2F1 
transcription factor include DNA synthesis- and G1/S-regulatory genes. Mol Cell 
Biol. 15:4215-24. 

Denhardt, D.T., D.R. Edwards, and C.L. Parfett. 1986. Gene expression during the 
mammalian cell cycle. Biochim Biophys Acta. 865:83-125. 

Diffley, J.F. 2004. Regulation of early events in chromosome replication. Curr Biol. 14:R778- 
86. 

Ding, B.S., D.J. Nolan, J.M. Butler, D. James, A.O. Babazadeh, Z. Rosenwaks, V. Mittal, H. 
Kobayashi, K. Shido, D. Lyden, T.N. Sato, S.Y. Rabbany, and S. Rafii. 2010. 
Inductive angiocrine signals from sinusoidal endothelium are required for liver 
regeneration. Nature. 468:310-5. 

Doree, M., and T. Hunt. 2002. From Cdc2 to Cdk1: when did the cell cycle kinase join its 
cyclin partner? J Cell Sci. 115:2461-4. 

Draetta, G., and D. Beach. 1988. Activation of cdc2 protein kinase during mitosis in human 
cells: cell cycle-dependent phosphorylation and subunit rearrangement. Cell. 54:17- 
26. 

Dulic, V., E. Lees, and S.I. Reed. 1992. Association of human cyclin E with a periodic G1-S 
phase protein kinase. Science. 257:1958-61. 

Etienne, P.L., G. Baffet, B. Desvergne, M. Boisnard-Rissel, D. Glaise, and C. Guguen- 
Guillouzo. 1988. Transient expression of c-fos and constant expression of c-myc in 
freshly isolated and cultured normal adult rat hepatocytes. Oncogene Res. 3:255-62. 

Fabrikant, J.I. 1968. The kinetics of cellular proliferation in regenerating liver. J Cell Biol. 
36:551-65. 

Fan, J., and J.R. Bertino. 1997. Functional roles of E2F in cell cycle regulation. Oncogene. 
14:1191-200. 

Fausto, N., J.S. Campbell, and K.J. Riehle. 2006. Liver regeneration. Hepatology. 43:545-53. 


www.intechopen.com 


540 DNA Replication - Current Advances 


Fiaschi-Taesch, N.M., F. Salim, J. Kleinberger, R. Troxell, I. Cozar-Castellano, K. Selk, E. 
Cherok, K.K. Takane, D.K. Scott, and A.F. Stewart. 2010. Induction of human beta- 
cell proliferation and engraftment using a single G1/S regulatory molecule, cdk6. 
Diabetes. 59:1926-36. 

FitzGerald, M.J., E.M. Webber, J.R. Donovan, and N. Fausto. 1995. Rapid DNA binding by 
nuclear factor kappa B in hepatocytes at the start of liver regeneration. Cell Growth 
Differ. 6:417-27. 

Franck, N., E. Montembault, P. Rome, A. Pascal, J.Y. Cremet, and R. Giet. 2011. CDK11(p58) 
is required for centriole duplication and Plk4 recruitment to mitotic centrosomes. 
PLoS One. 6:e14600. 

Fraslin, J.M., B. Kneip, S. Vaulont, D. Glaise, A. Munnich, and C. Guguen-Guillouzo. 1985. 
Dependence of hepatocyte-specific gene expression on cell-cell interactions in 
primary culture. Embo J. 4:2487-91. 

Fujita, M. 2006. Cdtl revisited: complex and tight regulation during the cell cycle and 
consequences of deregulation in mammalian cells. Cell Div. 1:22. 

Fujita, M., Y. Ishimi, H. Nakamura, T. Kiyono, and T. Tsurumi. 2002. Nuclear organization 
of DNA replication initiation proteins in mammalian cells. J Biol Chem. 277:10354- 
61. 

Furukawa, Y., H. Piwnica-Worms, T.J. Ernst, Y. Kanakura, and J.D. Griffin. 1990. cdc2 gene 
expression at the G1 to S transition in human T lymphocytes. Science. 250:805-8. 

Garnier, D., P. Loyer, C. Ribault, C. Guguen-Guillouzo, and A. Corlu. 2009. Cyclin- 
dependent kinase 1 plays a critical role in DNA replication control during rat liver 
regeneration. Hepatology. 50:1946-56. 

Gautier, J., C. Norbury, M. Lohka, P. Nurse, and J. Maller. 1988. Purified maturation- 
promoting factor contains the product of a Xenopus homolog of the fission yeast 
cell cycle control gene cdc2+. Cell. 54:433-9. 

Geng, Y., E.N. Eaton, M. Picon, J.M. Roberts, A.S. Lundberg, A. Gifford, C. Sardet, and R.A. 
Weinberg. 1996. Regulation of cyclin E transcription by E2Fs and retinoblastoma 
protein. Oncogene. 12:1173-80. 

Gkretsi, V., U. Apte, W.M. Mars, W.C. Bowen, J.H. Luo, Y. Yang, Y.P. Yu, A. Orr, R. St- 
Arnaud, S. Dedhar, K.H. Kaestner, C. Wu, and G.K. Michalopoulos. 2008. Liver- 
specific ablation of integrin-linked kinase in mice results in abnormal histology, 
enhanced cell proliferation, and hepatomegaly. Hepatology. 48:1932-41. 

Grisham, J.W. 1962. A morphologic study of deoxyribonucleic acid synthesis and cell 
proliferation in regenerating rat liver; autoradiography with thymidine-H3. Cancer 
Res. 22:842-9. 

Guguen-Guillouzo, C., B. Clement, G. Baffet, C. Beaumont, E. Morel-Chany, D. Glaise, and 
A. Guillouzo. 1983. Maintenance and reversibility of active albumin secretion by 
adult rat hepatocytes co-cultured with another liver epithelial cell type. Exp Cell 
Res. 143:47-54. 

Hanse, E.A., C.J. Nelsen, M.M. Goggin, C.K. Anttila, L.K. Mullany, C. Berthet, P. Kaldis, G.S. 
Crary, R. Kuriyama, and J.H. Albrecht. 2009. Cdk2 plays a critical role in hepatocyte 
cell cycle progression and survival in the setting of cyclin D1 expression in vivo. 
Cell Cycle. 8:2802-9. 

Hansen, L.K., and J.H. Albrecht. 1999. Regulation of the hepatocyte cell cycle by type I 
collagen matrix: role of cyclin D1. J Cell Sci. 112 ( Pt 17):2971-81. 


www.intechopen.com 


Regulation of the G1/S Transition in Adult Liver: Expression and Activation 
of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled ... 541 


Hansen, U., L. Owens, and U.H. Saxena. 2009. Transcription factors LSF and E2Fs: tandem 
cyclists driving GO to S? Cell Cycle. 8:2146-51. 

Harrison, M.K., A.M. Adon, and H.I. Saavedra. 2011. The G1 phase Cdks regulate the 
centrosome cycle and mediate oncogene-dependent centrosome amplification. Cell 
Div. 6:2. 

Haruyama, T., I. Ajioka, T. Akaike, and Y. Watanabe. 2000. Regulation and significance of 
hepatocyte-derived matrix metalloproteinases in liver remodeling. Biochem Biophys 
Res Commun. 272:681-6. 

Hochegger, H., D. Dejsuphong, E. Sonoda, A. Saberi, E. Rajendra, J. Kirk, T. Hunt, and S. 
Takeda. 2007. An essential role for Cdk1 in S phase control is revealed via chemical 
genetics in vertebrate cells. J Cell Biol. 178:257-68. 

Hsu, J.C., R. Bravo, and R. Taub. 1992. Interactions among LRF-1, JunB, c-Jun, and c-Fos 
define a regulatory program in the G1 phase of liver regeneration. Mol Cell Biol. 
12:4654-65. 

Hu, D., M. Valentine, V.J. Kidd, and J.M. Lahti. 2007. CDK11p58 is required for the 
maintenance of sister chromatid cohesion. J Cell Sci. 120:2424-34. 

occa, H.A., and H.C. Isom. 2003. Tumor necrosis factor-alpha acts as a complete mitogen for 
primary rat hepatocytes. Am J Pathol. 163:465-76. 

Issa, R., X. Zhou, N. Trim, H. Millward-Sadler, S. Krane, C. Benyon, and J. Iredale. 2003. 
Mutation in collagen-1 that confers resistance to the action of collagenase results in 
failure of recovery from CCl4-induced liver fibrosis, persistence of activated 
hepatic stellate cells, and diminished hepatocyte regeneration. Faseb J. 17:47-9. 

Iyer, V.R., M.B. Eisen, D.T. Ross, G. Schuler, T. Moore, J.C. Lee, J.M. Trent, L.M. Staudt, J. 
Hudson, Jr., M.S. Boguski, D. Lashkari, D. Shalon, D. Botstein, and P.O. Brown. 
1999. The transcriptional program in the response of human fibroblasts to serum. 
Science. 283:83-7. 

Jablonska, B., A. Aguirre, R. Vandenbosch, S. Belachew, C. Berthet, P. Kaldis, and V. Gallo. 
2007. Cdk2 is critical for proliferation and self-renewal of neural progenitor cells in 
the adult subventricular zone. J Cell Biol. 179:1231-45. 

Jaumot, M., J.M. Estanyol, J. Serratosa, N. Agell, and O. Bachs. 1999. Activation of cdk4 and 
cdk2 during rat liver regeneration is associated with intranuclear rearrangements of 
cyclin-cdk complexes. Hepatology. 29:385-95. 

Joshi, A.R., V. Jobanputra, K.M. Lele, and DJ. Wolgemuth. 2009. Distinct properties of 
cyclin-dependent kinase complexes containing cyclin A1 and cyclin A2. Biochem 
Biophys Res Commun. 378:595-9. 

Kaldis, P., and E. Aleem. 2005. Cell cycle sibling rivalry: Cdc2 vs. Cdk2. Cell Cycle. 4:1491-4. 

Kato, J., H. Matsushime, S.W. Hiebert, M.E. Ewen, and CJ. Sherr. 1993. Direct binding of 
cyclin D to the retinoblastoma gene product (pRb) and pRb phosphorylation by the 
cyclin D-dependent kinase CDK4. Genes Dev. 7:331-42. 

Kato, J.Y., and C.J. Sherr. 1993. Inhibition of granulocyte differentiation by G1 cyclins D2 
and D3 but not D1. Proc Natl Acad Sci U S A. 90:11513-7. 

Katsuno, Y., A. Suzuki, K. Sugimura, K. Okumura, D.H. Zineldeen, M. Shimada, H. Niida, 
T. Mizuno, F. Hanaoka, and M. Nakanishi. 2009. Cyclin A-Cdk1 regulates the 
origin firing program in mammalian cells. Proc Natl Acad Sci U S A. 106:3184-9. 


www.intechopen.com 


542 DNA Replication - Current Advances 


Kim, C.H., C. Heath, A. Bertuch, and U. Hansen. 1987. Specific stimulation of simian virus 
40 late transcription in vitro by a cellular factor binding the simian virus 40 21-base- 
pair repeat promoter element. Proc Natl Acad Sci U S A. 84:6025-9. 

Kim, T.H., W.M. Mars, D.B. Stolz, and G.K. Michalopoulos. 2000. Expression and activation 
of pro-MMP-2 and pro-MMP-9 during rat liver regeneration. Hepatology. 31:75-82. 

Kim, T.H., W.M. Mars, D.B. Stolz, B.E. Petersen, and G.K. Michalopoulos. 1997. Extracellular 
matrix remodeling at the early stages of liver regeneration in the rat. Hepatology. 
26:896-904. 

Knittel, T., M. Mehde, D. Kobold, B. Saile, C. Dinter, and G. Ramadori. 1999. Expression 
patterns of matrix metalloproteinases and their inhibitors in parenchymal and non- 
parenchymal cells of rat liver: regulation by TNF-alpha and TGF-beta1. J Hepatol. 
30:48-60. 

Knockaert, M., P. Greengard, and L. Meijer. 2002. Pharmacological inhibitors of cyclin- 
dependent kinases. Trends Pharmacol Sci. 23:417-25. 

Kowalik, T.F., J. DeGregori, J.K. Schwarz, and J.R. Nevins. 1995. E2F1 overexpression in 
quiescent fibroblasts leads to induction of cellular DNA synthesis and apoptosis. J 
Virol. 69:2491-500. 

Krasinska, L., E. Besnard, E. Cot, C. Dohet, M. Mechali, J.M. Lemaitre, and D. Fisher. 2008. 
Cdk1 and Cdk2 activity levels determine the efficiency of replication origin firing in 
Xenopus. Embo J. 27:758-69. 

Laconi, S., F. Curreli, S. Diana, D. Pasciu, G. De Filippo, D.S. Sarma, P. Pani, and E. Laconi. 
1999. Liver regeneration in response to partial hepatectomy in rats treated with 
retrorsine: a kinetic study. J Hepatol. 31:1069-74. 

Leclerc, V., J.P. Tassan, P.H. O'Farrell, E.A. Nigg, and P. Leopold. 1996. Drosophila Cdk8, a 
kinase partner of cyclin C that interacts with the large subunit of RNA polymerase 
II. Mol Biol Cell. 7:505-13. 

Lei, M., and B.K. Tye. 2001. Initiating DNA synthesis: from recruiting to activating the MCM 
complex. J Cell Sci. 114:1447-54. 

Leof, E.B., J.J. Van Wyk, E.J. O'Keefe, and W.J. Pledger. 1983. Epidermal growth factor (EGF) 
is required only during the traverse of early G1 in PDGF stimulated density- 
arrested BALB/c-3T3 cells. Exp Cell Res. 147:202-8. 

Li, T., A. Inoue, J.M. Lahti, and V.J. Kidd. 2004. Failure to proliferate and mitotic arrest of 
CDK11(p110/p58)-null mutant mice at the blastocyst stage of embryonic cell 
development. Mol Cell Biol. 24:3188-97. 

Li, W., S. Kotoshiba, C. Berthet, M.B. Hilton, and P. Kaldis. 2009a. Rb/Cdk2/Cdk4 triple 
mutant mice elicit an alternative mechanism for regulation of the G1/S transition. 
Proc Natl Acad Sci U S A. 106:486-91. 

Li, W., S. Kotoshiba, and P. Kaldis. 2009b. Genetic mouse models to investigate cell cycle 
regulation. Transgenic Res. 18:491-8. 

Liu, M.L., W.M. Mars, R. Zarnegar, and G.K. Michalopoulos. 1994. Collagenase pretreatment 
and the mitogenic effects of hepatocyte growth factor and transforming growth 
factor-alpha in adult rat liver. Hepatology. 19:1521-7. 

Loranger, A., S. Duclos, A. Grenier, J. Price, M. Wilson-Heiner, H. Baribault, and N. 
Marceau. 1997. Simple epithelium keratins are required for maintenance of 
hepatocyte integrity. Am J Pathol. 151:1673-83. 


www.intechopen.com 


Regulation of the G1/S Transition in Adult Liver: Expression and Activation 
of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled ... 543 


Loyer, P., A. Busson, J.H. Trembley, J. Hyle, J. Grenet, W. Zhao, C. Ribault, T. Montier, V.J. 
Kidd, and J.M. Lahti. 2011. The RNA binding motif protein 15B (RBM15B/OTT3) is 
a functional competitor of serine-arginine (SR) proteins and antagonizes the 
positive effect of the CDK11p110-cyclin L2alpha complex on splicing. J Biol Chem. 
286:147-59. 

Loyer, P., D. Glaise, S. Cariou, G. Baffet, L. Meijer, and C. Guguen-Guillouzo. 1994. 
Expression and activation of cdks (1 and 2) and cyclins in the cell cycle progression 
during liver regeneration. J Biol Chem. 269:2491-500. 

Loyer, P., G. Ilyin, S. Cariou, D. Glaise, A. Corlu, and C. Guguen-Guillouzo. 1996. 
Progression through G1 and S phases of adult rat hepatocytes. Prog Cell Cycle Res. 
2:37-47. 

Loyer, P., J.H. Trembley, J.A. Grenet, A. Busson, A. Corlu, W. Zhao, M. Kocak, V.J. Kidd, 
and J.M. Lahti. 2008. Characterization of cyclin L1 and L2 interactions with CDK11 
and splicing factors: influence of cyclin L isoforms on splice site selection. J Biol 
Chem. 283:7721-32. 

Loyer, P., J.H. Trembley, R. Katona, V.J. Kidd, and J.M. Lahti. 2005. Role of CDK/cyclin 
complexes in transcription and RNA splicing. Cell Signal. 17:1033-51. 

Lu, X.P., K.S. Koch, D.J. Lew, V. Dulic, J. Pines, S.I. Reed, T. Hunter, and H.L. Leffert. 1992. 
Induction of cyclin mRNA and cyclin-associated histone H1 kinase during liver 
regeneration. J Biol Chem. 267:2841-4. 

Lundberg, A.S., and R.A. Weinberg. 1998. Functional inactivation of the retinoblastoma 
protein requires sequential modification by at least two distinct cyclin-cdk 
complexes. Mol Cell Biol. 18:753-61. 

Malumbres, M., and M. Barbacid. 2005. Mammalian cyclin-dependent kinases. Trends 
Biochem Sci. 30:630-41. 

Malumbres, M., E. Harlow, T. Hunt, T. Hunter, J.M. Lahti, G. Manning, D.O. Morgan, L.H. 
Tsai, and D.J. Wolgemuth. 2009. Cyclin-dependent kinases: a family portrait. Nat 
Cell Biol. 11:1275-6. 

Malumbres, M., R. Sotillo, D. Santamaria, J. Galan, A. Cerezo, S. Ortega, P. Dubus, and M. 
Barbacid. 2004. Mammalian cells cycle without the D-type cyclin-dependent 
kinases Cdk4 and Cdk6. Cell. 118:493-504. 

Matsushime, H., M.E. Ewen, D.K. Strom, J.Y. Kato, S.K. Hanks, M.F. Roussel, and C.J. Sherr. 
1992. Identification and properties of an atypical catalytic subunit (p34PSK- 
J3/cdk4) for mammalian D type G1 cyclins. Cell. 71:323-34. 

Matsushime, H., D.E. Quelle, S.A. Shurtleff, M. Shibuya, C.J. Sherr, and J.Y. Kato. 1994. D- 
type cyclin-dependent kinase activity in mammalian cells. Mol Cell Biol. 14:2066-76. 

Matsushime, H., M.F. Roussel, R.A. Ashmun, and C.J. Sherr. 1991. Colony-stimulating factor 
1 regulates novel cyclins during the G1 phase of the cell cycle. Cell. 65:701-13. 

McGowan, J.A., and N.L. Bucher. 1983. Pyruvate promotion of DNA synthesis in serum-free 
primary cultures of adult rat hepatocytes. In Vitro. 19:159-66. 

Michalopoulos, G.K., and M. DeFrances. 2005. Liver regeneration. Adv Biochem Eng 
Biotechnol. 93:101-34. 

Mohammed, F.F., C.J. Pennington, Z. Kassiri, J.S. Rubin, P.D. Soloway, U. Ruther, D.R. 
Edwards, and R. Khokha. 2005. Metalloproteinase inhibitor TIMP-1 affects 
hepatocyte cell cycle via HGF activation in murine liver regeneration. Hepatology. 
41:857-67. 


www.intechopen.com 


544 DNA Replication - Current Advances 


Mohammed, F.F., D.S. Smookler, S.E. Taylor, B. Fingleton, Z. Kassiri, O.H. Sanchez, J.L. 
English, L.M. Matrisian, B. Au, W.C. Yeh, and R. Khokha. 2004. Abnormal TNF 
activity in Timp3-/- mice leads to chronic hepatic inflammation and failure of liver 
regeneration. Nat Genet. 36:969-77. 

Moolten, F.L., and N.L. Bucher. 1967. Regeneration of rat liver: transfer of humoral agent by 
cross circulation. Science. 158:272-4. 

Morgan, D.O. 1997. Cyclin-dependent kinases: engines, clocks, and microprocessors. Annu 
Rev Cell Dev Biol. 13:261-91. 

Mori, N., H. Sato, T. Hayashibara, M. Senba, R. Geleziunas, A. Wada, T. Hirayama, and N. 
Yamamoto. 2003. Helicobacter pylori induces matrix metalloproteinase-9 through 
activation of nuclear factor kappaB. Gastroenterology. 124:983-92. 

Muller, H., A.P. Bracken, R. Vernell, M.C. Moroni, F. Christians, E. Grassilli, E. Prosperini, E. 
Vigo, J.D. Oliner, and K. Helin. 2001. E2Fs regulate the expression of genes 
involved in differentiation, development, proliferation, and apoptosis. Genes Dev. 
15:267-85. 

Nagaki, M., A. Sugiyama, T. Naiki, Y. Ohsawa, and H. Moriwaki. 2000. Control of cyclins, 
cyclin-dependent kinase inhibitors, p21 and p27, and cell cycle progression in rat 
hepatocytes by extracellular matrix. J Hepatol. 32:488-96. 

Natarajan, A., B. Wagner, and M. Sibilia. 2007. The EGF receptor is required for efficient 
liver regeneration. Proc Natl Acad Sci U S A. 104:17081-6. 

Nelsen, C.J., D.G. Rickheim, N.A. Timchenko, M.W. Stanley, and J.H. Albrecht. 2001. 
Transient expression of cyclin D1 is sufficient to promote hepatocyte replication 
and liver growth in vivo. Cancer Res. 61:8564-8. 

Nelsen, C.J., D.G. Rickheim, M.M. Tucker, L.K. Hansen, and J.H. Albrecht. 2003. Evidence 
that cyclin D1 mediates both growth and proliferation downstream of TOR in 
hepatocytes. J Biol Chem. 278:3656-63. 

Ninomiya-Tsuji, J., S. Nomoto, H. Yasuda, S.I. Reed, and K. Matsumoto. 1991. Cloning of a 
human cDNA encoding a CDC2-related kinase by complementation of a budding 
yeast cdc28 mutation. Proc Natl Acad Sci U S A. 88:9006-10. 

Nurse, P. 2002. Cyclin dependent kinases and cell cycle control (nobel lecture). Chembiochem. 
3:596-603. 

Nurse, P., and P. Thuriaux. 1980. Regulatory genes controlling mitosis in the fission yeast 
Schizosaccharomyces pombe. Genetics. 96:627-37. 

Okuda, M., H.F. Horn, P. Tarapore, Y. Tokuyama, A.G. Smulian, P.K. Chan, E.S. Knudsen, 
I.A. Hofmann, J.D. Snyder, K.E. Bove, and K. Fukasawa. 2000. Nucleophosmin/ B23 
is a target of CDK2/ cyclin E in centrosome duplication. Cell. 103:127-40. 

Olle, E.W., X. Ren, S.D. McClintock, R.L. Warner, M.P. Deogracias, K.J. Johnson, and L.M. 
Colletti. 2006. Matrix metalloproteinase-9 is an important factor in hepatic 
regeneration after partial hepatectomy in mice. Hepatology. 44:540-9. 

Ortega, S., I. Prieto, J. Odajima, A. Martin, P. Dubus, R. Sotillo, J.L. Barbero, M. Malumbres, 
and M. Barbacid. 2003. Cyclin-dependent kinase 2 is essential for meiosis but not 
for mitotic cell division in mice. Nat Genet. 35:25-31. 

Pagon, Z., J. Volker, G.M. Cooper, and U. Hansen. 2003. Mammalian transcription factor LSF 
is a target of ERK signaling. J Cell Biochem. 89:733-46. 

Pardee, A.B. 1974. A restriction point for control of normal animal cell proliferation. Proc 
Natl Acad Sci U S A. 71:1286-90. 


www.intechopen.com 


Regulation of the G1/S Transition in Adult Liver: Expression and Activation 
of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled ... 545 


Pardee, A.B. 1986. Biochemical and molecular events regulating cell proliferation. J Pathol. 
149:1-2. 

Pardee, A.B. 1989. G1 events and regulation of cell proliferation. Science. 246:603-8. 

Petretti, C., M. Savoian, E. Montembault, D.M. Glover, C. Prigent, and R. Giet. 2006. The 
PITSLRE/CDK11(p58) protein kinase promotes centrosome maturation and bipolar 
spindle formation. EMBO Rep. 

Pledger, WJ., C.D. Stiles, H.N. Antoniades, and C.D. Scher. 1977. Induction of DNA 
synthesis in BALB/c 3T3 cells by serum components: reevaluation of the 
commitment process. Proc Natl Acad Sci U S A. 74:4481-5. 

Pledger, W.J., C.D. Stiles, H.N. Antoniades, and C.D. Scher. 1978. An ordered sequence of 
events is required before BALB/c-3T3 cells become committed to DNA synthesis. 
Proc Natl Acad Sci U S A. 75:2839-43. 

Pomerening, J.R., J.A. Ubersax, and J.E. Ferrell, Jr. 2008. Rapid cycling and precocious 
termination of G1 phase in cells expressing CDK1AF. Mol Biol Cell. 19:3426-41. 

Powell, C.M., T.L. Rudge, Q. Zhu, L.F. Johnson, and U. Hansen. 2000. Inhibition of the 
mammalian transcription factor LSF induces S-phase-dependent apoptosis by 
downregulating thymidylate synthase expression. Embo J. 19:4665-75. 

Pujol, M.J., M. Jaime, J. Serratosa, M. Jaumot, N. Agell, and O. Bachs. 2000. Differential 
association of p21Cip1 and p27Kip1 with cyclin E-CDK2 during rat liver 
regeneration. J Hepatol. 33:266-74. 

Rabes, H.M., R. Wirsching, H.V. Tuczek, and G. Iseler. 1976. Analysis of cell cycle 
compartments of hepatocytes after partial hepatecomy. Cell Tissue Kinet. 9:517-32. 

Reed, S.I. 1992. The role of p34 kinases in the G1 to S-phase transition. Annu Rev Cell Biol. 
8:529-61. 

Ren, B., H. Cam, Y. Takahashi, T. Volkert, J. Terragni, R.A. Young, and B.D. Dynlacht. 2002. 
E2F integrates cell cycle progression with DNA repair, replication, and G(2)/M 
checkpoints. Genes Dev. 16:245-56. 

Ren, S., and B.J. Rollins. 2004. Cyclin C/cdk3 promotes Rb-dependent GO exit. Cell. 117:239- 
51. 

Rickert, P., J.L. Corden, and E. Lees. 1999. Cyclin C/CDK8 and cyclin H/CDK7/p36 are 
biochemically distinct CTD kinases. Oncogene. 18:1093-102. 

Roselli, H.T., M. Su, K. Washington, D.M. Kerins, D.E. Vaughan, and W.E. Russell. 1998. 
Liver regeneration is transiently impaired in urokinase-deficient mice. Am J Physiol. 
275:G1472-9. 

Rosenblatt, J., Y. Gu, and D.O. Morgan. 1992. Human cyclin-dependent kinase 2 is activated 
during the S and G2 phases of the cell cycle and associates with cyclin A. Proc Natl 
Acad Sci U S A. 89:2824-8. 

Ruderman, J.V. 1993. MAP kinase and the activation of quiescent cells. Curr Opin Cell Biol. 
5:207-13. 

Rudolph, K.L., C. Trautwein, S. Kubicka, T. Rakemann, M.J. Bahr, N. Sedlaczek, D. 
Schuppan, and M.P. Manns. 1999. Differential regulation of extracellular matrix 
synthesis during liver regeneration after partial hepatectomy in rats. Hepatology. 
30:1159-66. 

Sanceau, J., D.D. Boyd, M. Seiki, and B. Bauvois. 2002. Interferons inhibit tumor necrosis 
factor-alpha-mediated matrix metalloproteinase-9 activation via interferon 
regulatory factor-1 binding competition with NF-kappa B. J Biol Chem. 277:35766-75. 


www.intechopen.com 


546 DNA Replication - Current Advances 


Sang, L., H.A. Coller, and J.M. Roberts. 2008. Control of the reversibility of cellular 
quiescence by the transcriptional repressor HES1. Science. 321:1095-100. 

Santamaria, D., C. Barriere, A. Cerqueira, S. Hunt, C. Tardy, K. Newton, J.F. Caceres, P. 
Dubus, M. Malumbres, and M. Barbacid. 2007. Cdk1 is sufficient to drive the 
mammalian cell cycle. Nature. 448:811-5. 

Satyanarayana, A., M.B. Hilton, and P. Kaldis. 2008. p21 Inhibits Cdk1 in the absence of 
Cdk2 to maintain the G1/S phase DNA damage checkpoint. Mol Biol Cell. 19:65-77. 

Satyanarayana, A., and P. Kaldis. 2009a. A dual role of Cdk2 in DNA damage response. Cell 
Div. 4:9. 

Satyanarayana, A., and P. Kaldis. 2009b. Mammalian cell-cycle regulation: several Cdks, 
numerous cyclins and diverse compensatory mechanisms. Oncogene. 28:2925-39. 

Sawada, N. 1989. Hepatocytes from old rats retain responsiveness of c-myc expression to 
EGF in primary culture but do not enter S phase. Exp Cell Res. 181:584-8. 

Saxena, U.H., C.M. Powell, J.K. Fecko, R. Cacioppo, H.S. Chou, G.M. Cooper, and U. 
Hansen. 2009. Phosphorylation by cyclin C/cyclin-dependent kinase 2 following 
mitogenic stimulation of murine fibroblasts inhibits transcriptional activity of LSF 
during G1 progression. Mol Cell Biol. 29:2335-45. 

Schuppan, D., M. Schmid, R. Somasundaram, R. Ackermann, M. Ruehl, T. Nakamura, and 
E.O. Riecken. 1998. Collagens in the liver extracellular matrix bind hepatocyte 
growth factor. Gastroenterology. 114:139-52. 

Serandour, A.L., P. Loyer, D. Garnier, B. Courselaud, N. Theret, D. Glaise, C. Guguen- 
Guillouzo, and A. Corlu. 2005. TNFalpha-mediated extracellular matrix remodeling 
is required for multiple division cycles in rat hepatocytes. Hepatology. 41:478-86. 

Serratosa, J., J. Domingo, C. Enrich, and O. Bachs. 1988. Nuclear growth and chromatin 
relaxation-condensation cycle in hepatocytes during the proliferative activation of 
rat liver. Virchows Arch B Cell Pathol Incl Mol Pathol. 55:57-64. 

Sherr, C.J. 1993. Mammalian G1 cyclins. Cell. 73:1059-65. 

Sherr, C.J. 1994. G1 phase progression: cycling on cue. Cell. 79:551-5. 

Sherr, C.J. 1995. Mammalian G1 cyclins and cell cycle progression. Proc Assoc Am Physicians. 
107:181-6. 

Sherr, C.J., and J.M. Roberts. 1995. Inhibitors of mammalian G1 cyclin-dependent kinases. 
Genes Dev. 9:1149-63. 

Sherr, C.J., and J.M. Roberts. 2004. Living with or without cyclins and cyclin-dependent 
kinases. Genes Dev. 18:2699-711. 

Shimizu, M., A. Hara, M. Okuno, H. Matsuno, K. Okada, S. Ueshima, O. Matsuo, M. Niwa, 
K. Akita, Y. Yamada, N. Yoshimi, T. Uematsu, S. Kojima, S.L. Friedman, H. 
Moriwaki, and H. Mori. 2001. Mechanism of retarded liver regeneration in 
plasminogen activator-deficient mice: impaired activation of hepatocyte growth 
factor after Fas-mediated massive hepatic apoptosis. Hepatology. 33:569-76. 

Talarmin, H., C. Rescan, S. Cariou, D. Glaise, G. Zanninelli, M. Bilodeau, P. Loyer, C. 
Guguen-Guillouzo, and G. Baffet. 1999. The mitogen-activated protein kinase 
kinase/extracellular signal-regulated kinase cascade activation is a key signalling 
pathway involved in the regulation of G(1) phase progression in proliferating 
hepatocytes. Mol Cell Biol. 19:6003-11. 


www.intechopen.com 


Regulation of the G1/S Transition in Adult Liver: Expression and Activation 
of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled ... 547 


Tassan, J.P., M. Jaquenoud, P. Leopold, S.J. Schultz, and E.A. Nigg. 1995. Identification of 
human cyclin-dependent kinase 8, a putative protein kinase partner for cyclin C. 
Proc Natl Acad Sci U S A. 92:8871-5. 

Temme, A., T. Ott, F. Dombrowski, and K. Willecke. 2000. The extent of synchronous 
initiation and termination of DNA synthesis in regenerating mouse liver is 
dependent on connexin32 expressing gap junctions. J Hepatol. 32:627-35. 

Tetsu, O., and F. McCormick. 2003. Proliferation of cancer cells despite CDK2 inhibition. 
Cancer Cell. 3:233-45. 

Thing, J.P., P.S. Wright, J. Hamaguchi, M.G. Lee, C.J. Norbury, P. Nurse, and E.M. Bradbury. 
1990. The FT210 cell line is a mouse G2 phase mutant with a temperature-sensitive 
CDC2 gene product. Cell. 63:313-24. 

Thomson, A.M., P.J. Gillespie, and J.J. Blow. 2010. Replication factory activation can be 
decoupled from the replication timing program by modulating Cdk levels. J Cell 
Biol. 188:209-21. 

Trembley, J.H., D. Hu, L.C. Hsu, C.Y. Yeung, C. Slaughter, J.M. Lahti, and V.J. Kidd. 2002. 
PITSLRE p110 protein kinases associate with transcription complexes and affect 
their activity. J Biol Chem. 277:2589-96. 

Trembley, J.H., P. Loyer, D. Hu, T. Li, J. Grenet, J.M. Lahti, and V.J. Kidd. 2004. Cyclin 
dependent kinase 11 in RNA transcription and splicing. Prog Nucleic Acid Res Mol 
Biol. 77:263-88. 

Trimarchi, J.M., and J.A. Lees. 2002. Sibling rivalry in the E2F family. Nat Rev Mol Cell Biol. 
3:11-20. 

Tushinski, R.J., and E.R. Stanley. 1985. The regulation of mononuclear phagocyte entry into 
S phase by the colony stimulating factor CSF-1. J Cell Physiol. 122:221-8. 

Ussar, S., and T. Voss. 2004. MEK1 and MEK2, different regulators of the G1/S transition. J 
Biol Chem. 279:43861-9. 

van den Heuvel, S., and E. Harlow. 1993. Distinct roles for cyclin-dependent kinases in cell 
cycle control. Science. 262:2050-4. 

Vandenbosch, R., L. Borgs, P. Beukelaers, A. Foidart, L. Nguyen, G. Moonen, C. Berthet, P. 
Kaldis, V. Gallo, S. Belachew, and B. Malgrange. 2007. CDK2 is dispensable for 
adult hippocampal neurogenesis. Cell Cycle. 6:3065-9. 

Volker, J.L., L.E. Rameh, Q. Zhu, J. DeCaprio, and U. Hansen. 1997. Mitogenic stimulation of 
resting T cells causes rapid phosphorylation of the transcription factor LSF and 
increased DNA-binding activity. Genes Dev. 11:1435-46. 

Webber, E.M., J. Bruix, R.H. Pierce, and N. Fausto. 1998. Tumor necrosis factor primes 
hepatocytes for DNA replication in the rat. Hepatology. 28:1226-34. 

Wheeler, L.W., N.H. Lents, and J.J. Baldassare. 2008. Cyclin A-CDK activity during G1 phase 
impairs MCM chromatin loading and inhibits DNA synthesis in mammalian cells. 
Cell Cycle. 7:2179-88. 

Widmann, J.J., and H.D. Fahimi. 1975. Proliferation of mononuclear phagocytes (Kupffer 
cells) and endothelial cells in regenerating rat liver. A light and electron 
microscopic cytochemical study. Am J Pathol. 80:349-66. 

Woo, R.A., and R.Y. Poon. 2003. Cyclin-dependent kinases and S phase control in 
mammalian cells. Cell Cycle. 2:316-24. 


www.intechopen.com 


548 DNA Replication - Current Advances 


Yang, H.C., and A.B. Pardee. 1986. Insulin-like growth factor I regulation of transcription 
and replicating enzyme induction necessary for DNA synthesis. J Cell Physiol. 
127:410-6. 

Yasuda, H., M. Kamijo, R. Honda, M. Nakamura, F. Hanaoka, and Y. Ohba. 1991. A point 
mutation in C-terminal region of cdc2 kinase causes a G2-phase arrest in a mouse 
temperature-sensitive FM3A cell mutant. Cell Struct Funct. 16:105-12. 

Zhao, J., B.K. Kennedy, B.D. Lawrence, D.A. Barbie, A.G. Matera, J.A. Fletcher, and E. 
Harlow. 2000. NPAT links cyclin E-Cdk2 to the regulation of replication-dependent 
histone gene transcription. Genes Dev. 14:2283-97. 

Zindy, F., E. Lamas, X. Chenivesse, J. Sobczak, J. Wang, D. Fesquet, B. Henglein, and C. 
Brechot. 1992. Cyclin A is required in S phase in normal epithelial cells. Biochem 
Biophys Res Commun. 182:1144-54. 

Zschemisch, N.H., C. Liedtke, U. Dierssen, Y.A. Nevzorova, T. Wustefeld, J. Borlak, M.P. 
Manns, and C. Trautwein. 2006. Expression of a cyclin F1 isoform in mice is 
correlated with the quiescent cell cycle status of hepatocytes in vivo. Hepatology. 


44:164-73. 


www.intechopen.com 


DNA Replication-Current Advances 


DNA REPLICATION F i 
CURRENT ADVANCES Edited by Dr Herve Seligmann 


l Hervé seigmann 


ISBN 978-953-307-593-8 

Hard cover, 694 pages 

Publisher InTech 

Published online 01, August, 2011 
Published in print edition August, 2011 


The study of DNA advanced human knowledge in a way comparable to the major theories in physics, 
surpassed only by discoveries such as fire or the number zero. However, it also created conceptual shortcuts, 
beliefs and misunderstandings that obscure the natural phenomena, hindering its better understanding. The 
deep conviction that no human knowledge is perfect, but only perfectible, should function as a fair safeguard 
against scientific dogmatism and enable open discussion. With this aim, this book will offer to its readers 30 
chapters on current trends in the field of DNA replication. As several contributions in this book show, the study 
of DNA will continue for a while to be a leading front of scientific activities. 


How to reference 
In order to correctly reference this scholarly work, feel free to copy and paste the following: 


Loyer Pascal and Corlu Anne (2011). Regulation of the G1/S Transition in Adult Liver: Expression and 
Activation of the Cyclin Dependent Kinase Cdk1 in Differentiated Hepatocytes is Controlled by Extracellular 
Signals and is Crucial for Commitment to DNA Replication, DNA Replication-Current Advances, Dr Herve 
Seligmann (Ed.), ISBN: 978-953-307-593-8, InTech, Available from: http://www.intechopen.com/books/dna- 
replication-current-advances/regulation-of-the-g1 -s-transition-in-adult-liver-expression-and-activation-of-the- 
cyclin-dependent-k 


INTECH 


open science | open minds 


InTech Europe InTech China 

University Campus STeP Ri Unit 405, Office Block, Hotel Equatorial Shanghai 

Slavka Krautzeka 83/A No.65, Yan An Road (West), Shanghai, 200040, China 

51000 Rijeka, Croatia HEATERS | BER RBA RIE DAR405 TT 
Phone: +385 (51) 770 447 Phone: +86-21-62489820 

Fax: +385 (51) 686 166 Fax: +86-21-62489821 


www.intechopen.com 


© 2011 The Author(s). Licensee IntechOpen. This chapter is distributed 
under the terms of the Creative Commons Attribution-NonCommercial- 
ShareAlike-3.0 License, which permits use, distribution and reproduction for 
non-commercial purposes, provided the original is properly cited and 
derivative works building on this content are distributed under the same 
license. 


